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Field of the Invention 

This invention relates to newly identified polynucleotides, polypeptides 
encoded by these polynucleotides, antibodies that bind these polypeptides, uses of 
such polynucleotides, polypeptides, and antibodies, and their production. 

Background of the Invention 
Unlike bacterium, which exist as a single compartment surrounded by a 
membrane, human cells and other eucaryotes are subdivided by membranes into many 
functionally distinct compartments. Each membrane-bounded compartment, or 
organelle, contains different proteins essential for the function of the organelle. The 
cell uses "sorting signals," which are amino acid motifs located within the protein, to 
target proteins to particular cellular organelles. 

One type of sorting signal, called a signal sequence, a signal peptide, or a 
leader sequence, directs a class of proteins to an organelle called the endoplasmic 
reticulum (ER). The ER separates the membrane-bounded proteins from all other 
types of proteins. Once localized to the ER, both groups of proteins can be further 
directed to another organelle called the Golgi apparatus. Here, the Golgi distributes 
the proteins to vesicles, including secretory vesicles, the cell membrane, lysosomes, 
and the other organelles. 

Proteins targeted to the ER by a signal sequence can be released into the 
extracellular space as a secreted protein. For example, vesicles containing secreted 
proteins can fuse with the cell membrane and release their contents into the 
extracellular space - aprocess called exocytosis. Exocytosis can occur constitutively 
or after receipt of a triggering signal. In the latter case, the proteins are stored in 
secretory vesicles (or secretory granules) until exocytosis is triggered. Similarly, 
proteins residing on the cell membrane can also be secreted into the extracellular 
space by proteolytic cleavage of a "linker" holding the protein to the membrane. 

Despite the great progress made in recent years, only a small number of genes 
encoding human secreted proteins have been identified. These secreted proteins 
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include the commercially valuable human insulin, interferon, Factor vm. human 
growth hormone, tissue plasminogen activator, and erythropoeitin. Thus, m hght of 
the pervasive ro leof secreted proteins in human physiology, a need exists for 
identifying and characterizing novel human secreted proteins and the genes that 
encode them. This knowledge will allow one to detect, to treat, and to prevent 
medical diseases, disorders, and/or conditions by using secreted proteins or the genes 
that encode them. 

Summary of the Invention 
The present invention relates to novel polynucleotides and the encoded 
polypeptides. Moreover, the present invention relates to vectors, host cells, 
antibodies, and recombinant and synthetic methods for producing the polypeptides 
and polynucleotide, Also provided are diagnostic methods for detecting diseases, 
disorders, and/or conditions related to the polypeptides and polynucleotides, and 

15 merapeuticmeth*^^ ^ 
invention further relates to screening methods for identifying binding partners of the 

polypeptides. 

Detailed Description 

20 Definitions . 

The following definitions are provided to facilitate understanding of certain 

terms used throughout this specification. 

In the present invention, "isolated" refers to material removed from its original 
environment (e.g., the natural environment if it is naturally occurring), and thus is 
25 altered^ymehandofman-fromitsnaturalstate. For example, an isolated 
polynucleotide could be part of a vector or a composition of matter, or could be 
contained within a cell, and still be "isolated" because that vector, composition of 
matter, or particular cell is not the original environment of the polynucleotide. The 
term "isolated" does not refer to genomic or cDNA libraries, whole cell total or 
30 mRNApreparations, genomic DNA preparations (including those separatedby 
electrophoresis and transferred onto blots), sheared whole cell genomic DNA 
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preparations or other compositions where the art demonstrates no distinguishing 
features of the polynucleotide/sequences of the present invention. 

In the present invention, a "secreted" protein refers to those proteins capable 
of bemg directed to the ER, secretory vesicles, or the extracellular space as a result of 
a signal sequence, as well as those proteins released into the extracellular space 
^thout necessarily containing a signal sequence. If the secreted protein is released 
mto the extracellular space, the secreted protein can undergo extracellular processing 
toproducea-mature-protein. Release mto me extracellular space can occur by many 
10 mechamsms,mcludingexocytosisandproteolyticcleavage. 

In specific embodiments, the polynucleotides of the invention are at least 15 
at least 30, at least 50, at least 100, at least 125, at least 500, or at least 1000 

contmuousnucleotidesbutarelessthanorequalto300kb,200kb,100kb 50kb 15 
kb,10kb,7.5kb,5kb,2.5kb,2.0kb,orlkb,inlength. m a further embodiment 
15 P°fc»d^ ' 

disclosed herein, but do not comprise all or a portion of any intron. In another 
embodament, the polynucleotides comprising coding sequences do not contain coding 
sequences of a genomic flanking gene (i.e., 5' or 3' to the gene of interest in the 
^ ome >- ^ther embody 

the codmg sequence of more than 1000, 500, 250, 100, 50, 25, 20, 15, 10, 5, 4, 3, 2, or 
1 genomic flanking gene(s). 

As used herein, a "polynucleotide" refers to a molecule having a nucleic acid 
sequence contained in SEQ ID NO:X or the cDNA contained within the clone 
deposited with the ATCC. For example, the polynucleotide can contain the 
25 nucleotide sequence of the full length cDNA sequence, including the 5' and 3' 

untranslated sequences, the coding region, with or without the signal sequence, the 
secreted protein coding region, as well as fragments, epitopes, domains, and variants 
of the nucleic acid sequence. Moreover, as used herein, a "polypeptide" refers to a 
molecule having the translated amino acid sequence generated from the 
30 polynucleotide as broadly defined. 

In the present invention, the full length sequence identified as SEQ ID NO X 
was often generated by overlapping sequences contained in multiple clones (contig 
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or modified RNA or DNA. For example, polynucleotides can be composedof 
^e-^dooble-^randedre^,^^^ 

^re^eo^^roSrr^rr 0 ' 

polynucleotide may also contain one or more modified bases or DNA or RNA 
baekbonesmodifiedmrarabibryorforota^. , 

cbe m cally,e n2 ymafie a Uy >OTm e tabolicaJIymodifie(ifonns 

Tne, .olypeptideof ,be present invention eanbeecmposed of amino aeida 

^ and may eonlam a^ino ^ otte ^ ^ 2 ^ 

M m ° mg »**- * "* - » • «*— researcb tteramre. Modified 
^ofmomfieabonmaybepreaen.mmeaameorvarymsde.mesalaeveml^n, 



PCTAJS01/01431 

WO 01/55430 



a pven po^e. Also, a give, polypepode may contain many types of 

Jo^edoycUcpoiypep^^^^P"^^ 0 
« mavb=madebysyn.he«icme,hods. Modificattonsfactadeacetytooo.acylaPoa, 
5 may be matte oysyn k„„,„f flavin, covalent attachment of a 

AT)Pribosvlation,3imdation,covalent attachment of flavin, cova. 

^on.memylanon.m^on.oxmanon.p^^^^ 
. „ „«„„™envlaSon I acemi Z ation ) selenoylation, aulfat.cn, ftansfer-RNA 

L Ed T E Creighton, W. H. Freeman and Company, New York (199 ) 
P^™— COVAIBNTMO.mCATIONOEER™ C. 

, , », «,« OS (1990V Rattan et al., Ann NY Acad Sc. 663:48-62 (1992).) 
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^withotwimoutdosedependency. ^™^^^J"L« 
rHn^notna^vomatof^poly^bn.^— y^ 

the polypeptide of the present invention.) 
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^ FEATURES OF PROTEIN ENCODED BY GENE NO: 1 

The translation product of this gene shares sequence homology with Rat anrf 

^ sac ^K>narehe^ 
This gene is expressed prhnarily in fetal heart and to a lesser extent in 

Mjnaclcotuto and polypeptide of the invention TO TOftl „ . 
deferential identification of the tissues „, „« ^ , 8 
aaofo.^of^^^^^ J ^ 

*^es„ r disordered by aberntn tacnvityorinacovityofttial T 

^rdersoftheaWnssues orcoUs, parUclariy of «h. cardiovaseolar 

tvnes (e. a „o™ , ""ciy detected in certain tissues or cell 

types (e.g., cancerous and wounded tissues) or bodily fluids (e „ „ 

oCya 3 '.^-47,o Am -« 1 ,G lll . 82toly . 94 , Ser . 166toSer . I79 Qin 225 
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T testes ^.polynucleotides and polypeptides corxespondnrg to 
to gene are useful for drseasesca ' 6lioiatedbys taulating 

ccsi^ - 

the presmtmvention. Preferably.su ^ 
e.cWedtomnrescop.ofurepreaenlnrvennon.Tl.s.every 

, 5 would be cumbersome. Accordingly, preferably exelnded from fbe present 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 1 

w.^.i.-p— 

reprodueHveorgansaud.unrorsofU^or^. ^^fc, 
probes for differential identification of to tissue© « cell W e(s). 



WO 01/55430 

PCT/US01/01431 

9 

otherproliferativc ™*«"8 cancer, and 

Wevedto occur in ».„ • , ^ '° ^ 016 »'«a death, as i s 

« ^.vedin.napadernofce „L«^ ^ 8e ° eP,0<,UC,naybe 

V. aberrant expression of d,t s ~* -*<W»"Il 

wiin patterns of abnormal ceUular nmlif^f. 
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J^aud/orp— ofd— '»rp«e — a^^. 
The orcein wouldbe usefcl inmodulating to hnmune response to aberrant 
; po.ypepnde.as.nayexis.hrp.Uferanngandoanceronsce.band^ 

^^^an^es^^^P^^™^^-^ 
0 nradrerand'ornrnnnno.hernpy.argetafortoaboveliatedtssnes. 

Manypolynncleoddeaequencea.^haaESTaeqnencea.arepnbhdy 

rLsBQrDKO^andnray^ebeenpnb.ie.yavaaab.epHorro^onor 
15 ^Ldednommescopeof.hepreaenthrvennon.ToUs.everyre^aeqnence 

Eramlf onnn b ofa- 0 ,whe re aisany i n t egerbe W eenl.oll8 8 ofSEQ I DN0.12,b 

Lin.egeronsronOiwherebofl.aandbco.espondtofl.epoa.bonsof 

■, OTi „SEOIDNO:12 > and W berebUgreateroianorequaltoa 
nucleotide residues shown in Sty 1L> rMu.ii, 
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FEATURES OE PROTEIN ENCODED BY GENE NO: 3 

Ms^iseirpr^etip^yta^ofti^digestive.unnune,^ 

^n^esandpo.ypeptidesortire^entionareuseMusreagenU.or 



differentialidentifioationoftbetissue(s)oroenryp«(s)presentma 
^unotogrcalandhen^poietiodiso^^ 
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ite* bowe, disease). S Marl y, ^ ^ ^ 

ST "a r to ^ * «— 

aen^ooo, .be^, orcentype(s) Foianmber 

^.ooo ftUs6 e neatsiEnificantlyhigherorlowerieveis « ■ J£* 
10 27 8en5eXPreSS,ra ie - *• 1— in hea^y *«. « ^ 

conesponcbng ,„ «, gale „ useM fer J 
Further, <he ttsne —ritata, Mca.es po ly n„ cleotides ^ ^ 

,o 22^ h — 

25 be^^T^^^^^^ 
used » ^ „ 

d be useful fa fa iagooas and treatment of . ^ „ 
o.ayp.ayaro.en.^^^^^^^^^J^c, 
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ovation ofhematopotetic cett lineages, facludmgblood stem cells. Involve, in 
ft.tegulaHonofcytokinep^ction.antigenpresentatioD.orotherproc^ 

Expresaioamce.laof.ympboidori^fadica.aaftena.uralgenep^duo.woa.dbc 
5 inv „ 1 vedtoin im meflmo«io n ,Wo rc i.wo»ldalsob e uaefulasa„ag M «for 

T-ccll mediated cytotoxicity, immune reactions to trcnsphmtcd organs and tissues, 
10 such as host-versus-graft and graft-versus-host disaases, or autoimmunity d,sotders, 
such aa autoimmune infertility, lease tissue injury, denotation, ayaterrue lupus 
ervd.ematosis.dmginducedharnol^ 

disease, and scleroderma. Moreover, the protein may repreaen, a secreted factor tira. 
influences tire differentiation o, bebavior of oihe, blood cells, or .bat recrutls 
,5 hematopoieticeemti.aiteaofmjury.lbus.tageoeproductiamougb.tobeuseml 

i„ the expansion of atem cells and committed progenitors of various blood hneages, 
and in the differentiation and/or proliferation of various cell types. Furthermore, the 
proteinmay also be used m detune biological activi^,, raise antibodies, aa tissue 
mateS , to isolate cognate Uganda or receptors, to identify agents that modulate then 
20 interactions, in addition to its use aa a nutritiona! supplement Protein, aa well as, 
antibodies directed against the protein may show utility as a tumor marker and/or 
inrniunotherapy targeta for the above listed tissues. 

Many polynucleotide sequences, such aa EST sequences, are pubbcly 
available and accessible tough sequence database*. Some of these sequences are 
25 related to SEQ ID NO:13 and may have been publicly available prior «o conception of 
Ihe present invention. Preferably, such related polynucleotide are specifically 
excluded from the scope of the present invention. To Hat every related sequence 
wo „,d be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprismg a nucleotide s^uenc, described by the 
30 general fotmula of a-b, where » is any integer between 1 to .853 of SEQ H> NO:13, b 
is an integer of 1 5 to 1867, where both a and b correspond to the portions of 
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nucleotide residues shown in SEO ID NO - n ™a ,„», u • 

+ 14 V N ° 13 > 311(1 where b is greater than or equal to a 
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NO: 4 



™ s 8--^- S edp lta ari.y fa awideva ri e«yof« iOT e S w Mlmmy „ f 

diffirendalidentificatioDofthelisaiefs) orcein™^.! .• 

andf^j,- • W ° rc ^^ s >Fesent m abiologicalsample 

m^ard.sonl™^^^^^^^^^^^ 

tammMl0SiCal - Polypeptides and 

'~of ltegMle a tsignificantlyhigherorlowerlevels ' 

MM •«_-»—» U. the e^ion level to healthy ds.ua o r noddy 
flutd torn an individnal not having the disorder. 

to ltoLys-6,Cvs-30,oC y s-3O > G l n-9 5 ,.Cys- 1 00,Val..02,oPhe- 1 .3 Cys-121 
polypeptides are also encompassed by the invention. 

The dssoe dishibadon todiea.es M polynnoleoddes and polypeptides 
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Many polynucleotide sequences, such as EST sequences, are pubhcly 
avaiUbleandacce.aibleteon^sequenc.dnlabases.Somcofuaeee.eqnenccsare 

related to SEQIDNO : 14andmayhavebee»pubMyavailable,rior to concept of 

fte p r esentinvenuon.Preferably, S uch related polynucleotides are spedficany 

excluded from the scope of the present invention. To W everyrelated sequent 

-.«-^a-y-^«^'-^"^^ub 

general fo m n.a„f,b,wbereaisany i n teg erbeb»ean lto 1338ofSEQn ) NO: 1 4,b 

is an integer of 15 to 1352, t»nere both a andb correspond to the positions of 
nuoleoMd.re.iduessho.ninSEQIDNO^.and^bisgrenterd.anorequa.toa 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 5 
Apreferred polypeptide fragment ofthe invention comprises the following anuno 

AGRCYWCFFTLGPSSYLL (SEQ ID NO: 89). Moreover, fragments and vanants of 
these polypeptides (such as, for example, fragments as described herein, polypeptides 
at least SO'/,,, 85%, 90%, 95% 96%, 97%, 98%, or 99% identical to these 
polypeptides and polypeptides encoded by me polynucleotide which h» 
stringent conditions, to the polynucleotide encodmgmese polypeptides, or ttr^ 
complementmereofaree^^ 

polypeptidesofmeinventionarealsoencompassedbymemventio.^ 
encoding these polypeptides are also encompassed by the invention. 

This gene is expressed primanly in kidney and to a lesser extent m cancer 
cells such as Larynx carcinoma and Chronic lymphocytic leukemia. 

Polynucleotides and polypeptides ofthe invention are useful as reagents for 
, di fferentialidentincationofmetissue(s)orceUtype(s)^ 

and for diagnosis of diseases and conditions which include but are not limited to: 
disorders involving the kidneys, heart, skeletal muscles, larynx, and immune cells. 
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M. probe, fa d*™ idaotilicatioi , of 

«11 type, (,g., camer0lB md wonndedtjssues) orbodj 

CM ^ o ?^^^ KOfttOT ^ M «^««l<- 1 iv^ 
co MS( of, one or more tonunogemc epitope, ^ ta SBp m 

alsoencompassedbythetavenaon. . JPP°"«are 

~* pyuna, ede™, p y e lonepWtis , hydroncphlitiS) ^ 

«add 1 bon to , teuseasailutritioiMlsuppl£ment 
^■ottede.eoao^taen,,^,,^^^ 
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used to determine biological activity, to raise antibodies, as tissu 
for the above listed tissues. 

toe presem mv related sequence 

woal d to crnnt.enK.me. Accordingly, preferably excluded from to prese 

15 genen.fo^of.o.whereaisanyta.eger^eenUonS^ofSEQm 
•• ^mlT^whercbomamdbcorre^ondtotoposmonsof 

nucleotide residues shown m SEQ tt> NU.io, «• 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 6 

^po.ypepttdeofdnsgene^eceneed.Tau.ellsp^.o^aType 

337-353; fiom about rescue 69- 85, from about 

• j 1 a 8 1 ^ • and from about residue 194-z iu. 
•*m 117- from about residue 148-1 64 , ana nuiu au 

3 ^eis^F^ 
levels in a wide variety of other human cell types. 
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Polynucleotides and polypeptides of the invention are useful 
differentia, identification of the ti SS ue(s) or ceU JT ^ 

immunological di<mnb» / x. • limited to 

10 bodily fluid, semm . U ^ K < e *- serous and wounded tissues) or 

PKXta. wouid be invoL in I . ° n8ai * Mtaral 
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^d^yeHoatton.sys.enuctapus^ema.osU.drugtadu^hemolyScan^a, 

represent a secreted factor that Whence, d>e differentiation or behavior of other 
hlood ceBs, or that recruits hematopoietic cells to sites of injury. Thus, tins gene 
, product is taught to be useW in the expansion of stem cells and conumtied 

activiry.ms. antibodies, as tissue markers, to isolate coguste Uganda or recep.ors.to 
itotifyagenu^modnla.etoirm.eractions.madditiontotons.aaanutirtiond 

, o supplement Protein, as well as, antibodies directed agsms. the protein may sbow 
atilityasatumor marker and/or immunotherapy targets for the above hsted tisanes. 

Many polynucleotide sequences, such as EST sequences, are pubhcly 
availab.. and accessible through seance databases. Some of these sequences are 
related to SEQ ID NO:16 and may have been publicly available prior to conception of 

,5 (he present mventiom Preferably, suchrelatedpolynucleotidesarespecifically 
excluded from tire scope offce preset invention. To lis, every related sequence 
^d^cnn^ersome.Accordmgly.prefembly excluded fimn me presem mention 

genera! formula of a-b, where a is any integer between 1 to 1663 of SEQ ID NO: 16, b 
is an integer of 15 to 1677, where bom a and b correspond to the positions of 
nucleotideresidues shown in SBQIDNO:I6, and wherebis greater manor equaltoa 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 7 

ThetransMonproductofthisgenesharessequencehomolo^ 

(platelet derived growth factor) and VEGF (vascular endothelial growth factor) family 

of proteins and also with fallotern, an ovarian secretory growth factor pxotem (see 

are hereby incorporated herein by reference). 
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b spectfic embodiments, polypeptides of the invention comprise or 
alternative* consist of, an amino acid sequence seteted from me gmtm- 
CGHKBVPPRKSRTOQKnFESDDWVAKP QreiYYSUJBDFQPAAASEIKWE 

^CIXVQROKINCGCGTVNWKSCIC^QB^r^^ 

(SEQ 

n 3 NO:9 1 ),andCLLV QR c GGN CGCGTVNWRSCTC( SEQJDN0 .92) an 
Hvnucleorideaeocodingmesepo.ypeptidea. Moreover, fragments and variants of 

a. leas. 80%, MS, 90%, 95%> 97% , 98% _ „ „ % ^ ^ ^ 
^^^PolyW^encod^bythep,,,,,,,,^^ 
^-^^.po^eoride^^^^^"^ 
comptaen, thereof are encompassodby.be invention. Antibodies that bind 

^T'T™*™^"™ 09 ™"***^ ""tides 
encodmg these polypeptides are also encompassed by the invention 

■ Baaed on the seouenco atoilariry, tte transition ptoduc, of mis clone is 

^edmsb^at.eaat^ebiologi^activitiea^growmftctorpro^.Sncb 
activates are Known in the art, some ofwbicb arc described Csewbcre berein 

Consistent with the bomo.ogy to growm factor pmtems, m gem h 
fluids m ***** beart, melanocytes, and B cells and to a lesser extent in synovial 

Polynncleotidesandpo^Hdesoftitemveotionace^mlas^gentsto 

- for dtagnost, prevention and treatinen. of discus* and conditions »«cb inj* 

^-«o, ta m t ed t o:deve 1 opmen«a.proUferativedisorders ( forex ampHovarian 
^^vccomp^onaa^disorde^^bnm^,^^ 

dl^rrT^^ 
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routta «lyde. e c tt dBc ert ainfeue SM «nt yP es(e. & ,c ffl cero» S and wounded 

flmdfrom an individual not having the disorder. 

Preferredpoiypephdesof^preseuturvendoncomr^ora!,— 

Alg .90Arg- 1 29.oV a l-136,Pro..3S to G ta -146 > TvT495,om-201,Asu.228«o 

^.^O^-m^.o^Asn-S^L.^o.^S,. 

^.Polvnucteohdesenc^saidpolvpeptidesarealsoeneornpassedhythe 

15 invention. m 

The toe distrihuhon andhomology to FaUotein indicates that 
^uCeondes and peptides corresponding • «. gene are useM fc dragons, 

20 regulation of eeUular division, and may show ufflity in the diagnosis, heahnetd, 

25 IvLpmentofsontee^orinfaiiure.oontro.ureexten.ofceHd^as, 
^el^in^unnunK^d^andeer^deg^adrso^ 
M h«s S pinalmuseularauuphy(SMA).Al^aHvely,u*geneproduc«maybe 

^Jtothepa^ofoenu^pronl^^^^^^^ 
^ahenarne^ono^genep^inBaanes-p^cuW,^- 

^canee^.B.e^ofp^ro.esinpro^andd.ft^uns 
geneprodue.mayhaveappHcauon.indteaduitforussueregeneraUonandttre 
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*"»«. and/or preveoooo of decorative or proUferarive eondiriooa &eases 
^°-.^p roteiainayalsobensedtodeteni]ine 

===== 5=r===~ 

^wotUda,^^^ 
wlTr ata0nnaa ' iK * ^ *— - *-» 

° SeM fM diaSnosis » d of a variety of tan, Je JlL 

of cv^eproduodon, anrigenpreseotaoon, or other proeej 
^auae^eaafcrriea^tofeaoeer^V^^r^aes, 
u,volved mmmunetoctiolK . WoK . twouldaisobe 

W riret^,, artMris, ^ 

T.e^edtaterievtoto^ta^^,^^ 

^aa aeto^e hriWo*, lenM ^ hjmy _ ^ 
eryU.eo.atoa.s, dn, g tated heo.o.vrie ^ ^ ^ 
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disease, and scleroderma. Moreover, the protein may represent a secreted factor that 
influences the differentiation or behavior of other blood cells, or that recruits • 
hematopoietic cells to sites of injury. Thus, this gene product is thought to be useful 
in the expansion of stem cells and committed progenitors of various blood lineages, 
5 and in the differentiation and/or proliferation of various cell types. The tissue 
distribution also indicates polynucleotides and polypeptides corresponding to this 
gene would be useful for the detection, treatment, and/or prevention of 
neurodegenerative disease states, behavioral disorders, or inflammatory conditions. 
• For example, the uses include, but are not limited to the detection, treatment, and/or 
10 prevention of Alzheimer's Disease, Parkinson's Disease, Huntington's Disease, 
Tourette Syndrome, epilepsy, meningitis, encephalitis, demyelinating diseases, 
peripheral neuropathies, neoplasia, trauma, congenital malformations, spinal cord 
injuries, ischemia and infarction, aneurysms, hemorrhages, schizophrenia, mania, 
dementia, paranoia, obsessive compulsive disorder, depression, panic disorder, 
15 learning disabilities, ALS, psychoses, autism, and altered behaviors, including 
disorders in feeding, sleep patterns, balance, and perception. In addition, elevated 
expression of this gene product in regions of the brain indicates it plays a role in 
normal neural function. Potentially, this gene product is involved in synapse 
formation, neurotransmission, learning, cognition, homeostasis, or neuronal 
20 differentiation or survival. Furthermore, the protein may also be used to determine 
biological activity, to raise antibodies, as tissue markers, to isolate cognate ligands or 
receptors, to identify agents that modulate their interactions, in addition to its use as a 
nutritional supplement. Protein, as well as, antibodies directed against the protein may 
show utility as a tumor marker and/or immunotherapy targets for the above listed 
25 tissues. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO: 17 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
30 excluded from the scope of the present invention. To list every related sequence 

would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
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general formula of a-b, where a is any integer between 1 to 3784 ofSEQ ID NCM7 b 
.s an integer of 1 5 to 3798, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO: 17, and where b is greater than or equal to a 
+ 14. 



15 



FEATURES OF PROTEIN ENCODED BY GENE NO: 8 

This gene is expressed primarily in messanglial cells and to a lesser extent in 
10 ovarian cancer. 

Polynucleotides and polypeptides of the invention are useful as reagents for 
differential identification of the tissue(s) or ceUtvpe(s) present in a biological sample 
and for diagnosis of diseases and conditions which include but are not limited to- 
neurological disorders and ovarian cancer. Similarly, polypeptides and antibodies 
directed to these polypeptides are useful in providing immunological probes for 
differential identification of the tissues) or cell type(s). For a number of disorders of 
the above tissues or cells, particularly of the nervous and female reproductive 
systems, expression of this gene at significantly higher or lower levels may be 
routinely detected in certain tissues or cell types (e.g., cancerous and wounded 

another tissue or sample taken from an individual having such a disorder, relative to 
the standard gene expression level, i.e., the expression level in healthy tissue or bodily 
fluid from an individual not having the disorder. 

Preferred polypeptides of the present invention comprise, or alternatively 
25 consist of, one or more immunogenic epitopes shown in SEQ ID NO: 57 as residues- 
Ser-60 to Cys-70. Polynucleotides encoding said polypeptides are also encompassed 
by the invention. 

The tissue distribution indicates that polynucleotides and polypeptides 
-^ndmgtotmsgeneareusefulformetreatmen^ 
cancer and neurologic^behavioral disorders including Alzheimer's Disease 
Parkinson's Disease, Huntington's Disease, schizophrenia, mania, dementia, 
paranoia, obsessive compulsive disorder and panic disorder. The tissue distribution 
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indicates polynucleotides and polypeptides corresponding to this gene would be 
useful for the detection, treatment, and/or prevention of neurodegenerative disease 
states and behavioral disorders. For example, the uses include, but are not limited to 
the detection, treatment, and/or prevention of Alzheimer's Disease, Parkinson's 
Disease, Huntington's Disease, Tourette Syndrome, epilepsy, meningitis, 
encephalitis, demyelinating diseases, peripheral neuropathies, neoplasia, trauma, 
congenital malformations, spinal cord injuries, ischemia and infarction, aneurysms, 
hemorrhages, schizophrenia, mania, dementia, paranoia, obsessive compulsive 
disorder, depression, panic disorder, learning disabilities, ALS, psychoses, autism, 
and altered behaviors, including disorders in feeding, sleep patterns, balance, and 
perception. In addition, elevated expression of this gene product in regions of the 
brain indicates it plays a role in normal neural function. Potentially, this gene product 
is involved in synapse formation, neurotransmission, learning, cognition, 
homeostasis, or neuronal differentiation or survival. Furthermore, the protein may 
also be used to determine biological activity, to raise antibodies, as tissue markers, to 
isolate cognate ligands or receptors, to identify agents that modulate their interactions, 
in addition to its use as a nutritional supplement. Protein, as well as, antibodies 
directed against the protein may show utility as a tumor marker and/or 
immunotherapy targets for the above listed tissues. Moreover, the expression within 
cellular sources marked by proliferating cells (for example, ovarian cancer) indicates 
this protein may play a role in the regulation of cellular division, and may show utility 
in the diagnosis, treatment, and/or prevention of developmental diseases and 
disorders, including cancer, and other proliferative conditions. For example, 
developmental tissues rely on decisions involving cell differentiation and/or apoptosis 
in pattern formation. Dysregulation of apoptosis can result in inappropriate 
suppression of cell death, as occurs in the development of some cancers, or in failure 
to control the extent of cell death, as is believed to occur in acquired 
immunodeficiency and certain degenerative disorders, such as spinal muscular 
atrophy (SMA). Alternatively, this gene product may be involved in the pattern of 
cellular proliferation that accompanies early embryogenesis. Thus, aberrant 
expression of this gene product in tissues - particularly adult tissues - may correlate 
with patterns of abnormal cellular proliferation, such as found in various cancers. 
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Because of potential roles in proliferation and differentiation, this gene product may 
have applications in the adult for tissue regeneration and the treatment of cancers. It 
may also act as a morphogen to control cell and tissue type specification. Therefore, 
the polynucleotides and polypeptides of the present invention are useful in treating, 
detecting, and/or preventing said disorders and conditions, in addition to other types 
of degenerative conditions. Thus this protein may modulate apoptosis or tissue 
differentiation and would be useful in the detection, treatment, and/or prevention of 
degenerative or proliferative conditions and diseases. The protein would be useful in 
modulating the immune response to aberrant polypeptides, as may exist in 
proliferating and cancerous cells and tissues. Furthermore, the protein may also be 
used to determine biological activity, to raise antibodies, as tissue markers, to isolate 
cognate ligands or receptors, to identify agents that modulate their interactions, in 
addition to its use as a nutritional supplement. Protein, as well as, antibodies directed 
against the protein may show utility as a tumor marker and/or immunotherapy targets 
for the above listed tissues. In addition the expression in fetus would suggest a useful 
role for the protein product in developmental abnormalities, fetal deficiencies, pre- 
natal disorders and various would-healing models and/or tissue trauma 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO.l 8 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1376 of SEQ ID NO:18, b 
is an integer of 15 to 1390, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:18, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 9 
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10 



Based on homology to the rat TIP120-family protein TIP120B, the translation 
product of this clone is expected to share at least some biological activities with 
transcription factor binding proteins (See Genbank protein Accession No, 
BAA83619; all references available through this accession are hereby incorporated 
herein by reference; for example Aoki,T., et al. Biochem. Biophys. Res. Commun. 
261 (3), 911-916 (1999)). Such activities are known in the art, some of which are 

described elsewhere herein. 

This gene is expressed primarily in human quadriceps (i.e. skeletal muscle). 
Polynucleotides and polypeptides of the invention are useful as reagents for 
differential identification of the tissue(s) or cell type(s) present in abiological sample 
and for diagnosis of diseases and conditions which include but are not limited to: 
muscular disorders. Similarly, polypeptides and antibodies directed to these 
polypeptides are useful in providing immunological probes for differential 
identification of the tissues) or cell type(s). For a number of disorders of the above 
15 tissues or cells, particularly of the skeletomuscular system, expression of this gene at 
significantly higher or lower levels may be routinely detected in certain tissues or cell 
types (e.g., cancerous and wounded tissues) or bodily fluids (e.g., serum, plasma, 
urine, synovial fluid and spinal fluid) or another tissue or sample taken from an 
individual having such a disorder, relative to the standard gene expression level, i.e., 
20 the expression level in healthy tissue or bodily fluid from an individual not having the 
disorder. 

Preferred polypeptides of the present invention comprise, or alternatively 
consist of, one or more immunogenic epitopes shown in SEQ ID NO: 58 as residues: 
Asp-14 to Ser-19. Polynucleotides encoding said polypeptides are also encompassed 

25 by the invention. 

The tissue distribution indicates polynucleotides and polypeptides 
corresponding to this gene would be useful for the detection, treatment, and/or 
prevention of various muscle disorders such as, for example, muscular dystrophy, 
cardiomyopathy, fibroids, myomas, and rhabdomyosarcomas. 

30 Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:19 and may have been publicly available prior to conception of 
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the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 568 of SEQ ID NO:19 b 
is an integer of 1 5 to 582, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO: 19, and where b is greater than or equal to a 
+ 14. 



10 

FEATURES OF PROTEIN ENCODED BY GENE NO: 10 

This gene is expressed primarily in immune cells and in Soares melanocyte 

2NbHM, Soares_NbHMPuSl, and Soare S _placenta_8to9weeks_2NbHP8to9W, 
15 normalized infant brain. 

Polynucleotides and polypeptides of the invention are useful as reagents for 
differential identification of the tissue(s) or cell type(s) present in a biological sample 
and for diagnosis of diseases and conditions which include but are not limited to: 
developmental and immunological disorders (such as immunodeficiencies and 
20 leukemia). Similarly, polypeptides and antibodies directed to these polypeptides are 
useful in providing immunological probes for differential identification of the 
tissues) or cell type( S ). For a number of disorders of the above tissues or cells, 
particularly of the immune system, expression of this gene at significantly higher or 
lower levels may be routinely detected in certain tissues or cell types (e.g., cancerous 
25 and wounded tissues) or bodily fluids (e.g., serum, plasma, urine, synovial fluid and 
spinal fluid) or another tissue or sample taken from an individual having such a 
disorder, relative to the standam gene expression level, i.e., theexpression level in 
healthy tissue or bodily fluid from an individual not having the disorder. 

Preferred polypeptides of the present invention comprise, or alternatively 
30 consist of, one or more immunogenic epitopes shown in SEQ ID NO: 59 as residues- 
Leu-69 to Glu-74, Arg-132 to Gln-146, Glu-162 to Thr-171, Glu-222 to Thr-235 
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Arg-253 to His-265, Glu-286 to Asn-302. Polynucleotides encoding said polypeptides 
are also encompassed by the invention. 

The tissue distribution indicates the polynucleotides and polypeptides 
corresponding to this gene would be useful for the diagnosis and treatment of a 
5 variety of immune system disorders. For example, the expression pattern indicates 
this gene and/or gene product may play a role in regulating the proliferation, survival, 
differentiation, and/or activation of hematopoietic cell lineages, including blood stem 
cells. Involvement in the regulation of cytokine production, antigen presentation, or 
other processes suggests a usefulness for treatment of cancer (e.g. by boosting 
10 immune responses). Expression in cells of lymphoid origin, indicates the natural gene 
product would be involved in immune functions. Therefore it would also be useful as 
an agent for immunological disorders including arthritis, asthma, immunodeficiency 
diseases such as AIDS, leukemia, rheumatoid arthritis, granulomatous disease, 
inflammatory bowel disease, sepsis, acne, neutropenia, neutrophilia, psoriasis, 
15 hypersensitivities, such as T-cell mediated cytotoxicity; immune reactions to 
transplanted organs and tissues, such as host-versus-graft and graft-versus-host 
diseases, or autoimmunity disorders, such as autoimmune infertility, lense tissue 
injury, demyelination, systemic lupus erythematosis, drug induced hemolytic anemia, 
rheumatoid arthritis, Sjogren's disease, and scleroderma. Moreover, the protein may 
20 represent a secreted factor that influences the differentiation or behavior of other 
blood cells, or that recruits hematopoietic cells to sites of injury. Thus, this gene 
product is thought to be useful in the expansion of stem cells and committed 
progenitors of various blood lineages, and in the differentiation and/or proliferation o 
various cell types. Furthermore, the protein may also be used to determine biological 
25 activity, raise antibodies, as tissue markers, to isolate cognate ligands or receptors, to 
identify agents that modulate their interactions, in addition to its use as a nutritional 
supplement. Protein, as well as, antibodies directed against the protein may show 
utility as a tumor marker and/or immunotherapy targets for the above listed tissues. 
Many polynucleotide sequences, such as EST sequences, are publicly 
30 available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:20 and may have been publicly available prior to conception c 
the present invention. Preferably, such related polynucleotides are specifically 
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excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 3372 of SEQ ID NO:20, b 
is an integer of 15 to 3386, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:20, and where b is greater than or equal to a 



+ 14. 



10 FEATURES OF PROTEIN ENCODED BY GENE NO: 11 

In specific embodiments, polypeptides of the invention comprise, or 
alternatively consists of, the following amino acid sequence: 
GYLLPWYPPAITQEYILSTLYLSDCCKTQ (SEQ ID NO: 94). Moreover, 

15 fragments and variants of these polypeptides (such as, for example, fragments as 
described herein, polypeptides at least 80%, 85%, 90%, 95%, 96%, 97%, 98%, or 
99% identical to these polypeptides and polypeptides encoded by the polynucleotide 
which hybridizes, under stringent conditions, to the polynucleotide encoding these 
polypeptides , or the complement there of are encompassed by the invention. 

20 Antibodies that bind polypeptides of the invention are also encompassed by the 

invention. Polynucleotides encoding these polypeptides are also encompassed by the 
invention. 

This gene is expressed primarily during early organism development and to a 
lesser extent in breast and ovarian cancer tissues and in immune cell types. 

25 Polynucleotides and polypeptides of the invention are useful as reagents for 

differential identification of the tissue(s) or cell type(s) present in a biological sample 
and for diagnosis of diseases and conditions which include but are not limited to: 
developmental disorders, ovarian and breast cancer, and immune disorders. Similarly, 
polypeptides and antibodies directed to these polypeptides are useful in providing 

30 immunological probes for differential identification of the tissue(s) or cell type(s). For 
a number of disorders of the above tissues or cells, particularly of the fetus, immune 
system and female reproductive systems, expression of this gene at significantly 
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higher or lower levels maybe routinely detected in certain tissues or cell types (e.g., 
cancerous and wounded tissues) or bodily fluids (e.g., serum, plasma, urine, synovial 
fluid and spinal fluid) or another tissue or sample taken from an individual having 
such a disorder, relative to the standard gene expression level, i.e., the expression 
level in healthy tissue or bodily fluid from an individual not having the disorder. 

The tissue distribution that polynucleotides and polypeptides corresponding to 
this gene are useful for the detection and/or treatment of developmental disorders, 
ovarian cancer, breast cancer and of immune disorders such as leukemia, arthritis and 
asthma. The expression within fetal tissue and other cellular sources marked by 
proliferating cells (e.g. cancers) indicates this protein may play a role in the regulation 
of cellular division, and may show utility in the diagnosis, treatment, and/or 
prevention of developmental diseases and disorders, including cancer, and other 
proliferative conditions. For example, developmental tissues rely on decisions 
involving cell differentiation and/or apoptosis in pattern formation. Dysregulation of 
apoptosis can result in inappropriate suppression of cell death, as occurs in the 
development of some cancers, or in failure to control the extent of cell death, as is 
believed to occur in acquired immunodeficiency and certain degenerative disorders, 
such as spinal muscular atrophy (SMA). Alternatively, this gene product may be 
involved in the pattern of cellular proliferation that accompanies early embryogenesis. 
Thus, aberrant expression of this gene product in tissues - particularly adult tissues - 
may correlate with patterns of abnormal cellular proliferation, such as found in 
various cancers. Because of potential roles in proliferation and differentiation, this 
gene product may have applications in the adult for tissue regeneration and the 
treatment of cancers. It may also act as a morphogen to control cell and tissue type 
specification. Therefore, the polynucleotides and polypeptides of the present 
invention are useful in treating, detecting, and/or preventing said disorders and 
conditions, in addition to other types of degenerative conditions. Thus this protein 
may modulate apoptosis or tissue differentiation and would be useful in the detection, 
treatment, and/or prevention of degenerative or proliferative conditions and diseases. 
The protein would be useful in modulating the immune response to aberrant 
polypeptides, as may exist in proliferating and cancerous cells and tissues. 
Furthermore, the protein may also be used to determine biological activity, to raise 
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antibodies, as tissue markers, to isolate cognate ligands or receptors, to identify agents 
that modulate their interactions, in addition to its use as a nutritional supplement. 
Protein, as well as, antibodies directed against the protein may show utility as a tumor 
marker and/or immunotherapy targets for the above listed tissues. In addition the 
5 expression in fetus would suggest a useful role for the protein product in 

developmental abnormalities, fetal deficiencies, pre-natal disorders and various 
would-healing models and/or tissue trauma. The tissue distribution also indicates the 
polynucleotides and polypeptides corresponding to this gene would be useful for the 
diagnosis and treatment of a variety of immune system disorders. For example, the 

1 0 expression pattern indicates this gene and/or gene product may play a role in 
regulating the proliferation; survival; differentiation; and/or activation of 
hematopoietic cell lineages, including blood stem cells. Involvement in the regulation 
of cytokine production, antigen presentation, or other processes suggests a usefulness 
for treatment of cancer (e.g. by boosting immune responses). Expression in cells of 

1 5 lymphoid origin, indicates the natural gene product would be involved in immune 
functions. Therefore it would also be useful as an agent for immunological disorders 
including arthritis, asthma, immunodeficiency diseases such as AIDS, leukemia, 
rheumatoid arthritis, granulomatous disease, inflammatory bowel disease, sepsis, 
acne, neutropenia, neutrophilia, psoriasis, hypersensitivities, such as T-cell mediated 

20 cytotoxicity; immune reactions to transplanted organs and tissues, such as host- 
versus-graft and graft-versus-host diseases, or autoimmunity disorders, such as 
autoimmune infertility, lense tissue injury, demyelination, systemic lupus 
erythematosis, drug induced hemolytic anemia, rheumatoid arthritis, Sjogren's 
disease, and scleroderma. Moreover, the protein may represent a secreted factor that 

25 influences the differentiation or behavior of other blood cells, or that recruits 

hematopoietic cells to sites of injury. Thus, this gene product is thought to be useful 
in the expansion of stem cells and committed progenitors of various blood lineages, 
and in the differentiation and/or prohferation of various cell types. Furthermore, the 
protein may also be used to deterrnine biological activity, raise antibodies, as tissue 

30 markers, to isolate cognate ligands or receptors, to identify agents that modulate their 
interactions, in addition to its use as a nutritional supplement. Protein, as well as, 
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antibodies directed against the protein may show utility as a tumor marker and/or 
immunotherapy targets for the above listed tissues. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 

5 * related to SEQ ID NO:21 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 

10 general formula of a-b, where a is any integer between 1 to 543 of SEQ ID NO:21, b 
is an integer of 15 to 557, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:21, and where b is greater than or equal to a 
+ 14. 

15 

FEATURES OF PROTEIN ENCODED BY GENE NO: 12 

In specific embodiments, polypeptides of the invention comprise, or 
alternatively consists of, an amino acid sequence selected from the group: 
20 MRWRWQRLLPWRLLQARGFPQNSAPSLGLGARTYSQGDCSYSRTALYDL 

LGWSTATQAQIKAAYYRQCF^ 

LRI^YDRGLLSDEDLRGPGVRPSRTPAPDPGSPRTPP 

RTMFNFDAI^QAHYGEQLERERRLRARREAL 

TAABFLBFSIFniGFYI(SEQ ID NO: 95), LNPWPLIVYLCWDPKELYSPCPP 

25 RPAQLSR (SEQ ID NO: ), and 

AAMRWWWQRLLPWRLLQARGFPQNSAPSLGLXARTYSQGDCSYSRTALL 

(SEQ ID NO: 96). Polynucleotides encoding these polypeptides are also encompassed 

by the invention. 

This gene is expressed primarily in reproductive organs such as testis and 
30 ovary cancers and to a lesser extent in immune and hematopoietic organs and neural 
sensory organs. 
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Polynucleotides and polypeptides of the invention are useful as reagents for 
differential identification of the tissue(s) or cell type(s) present in a biological sample 
and for diagnosis of diseases and conditions which include but are not limited to: 
reproductive organs (such as testis and ovaries) and immunological, hematopoietic, 
and neurological disorders. Similarly, polypeptides and antibodies directed to these 
polypeptides are useful in providing immunological probes for differential 
identification of the tissuefs) or cell type(s). For a number of disorders of the above 
tissues or cells, particularly of the reproductive, hematopoietic, immune, and nervous 
systems, expression of this gene at significantly higher or lower levels may be 
routinely detected in certain tissues or cell types (e.g., cancerous and wounded 
tissues) or bodily fluids (e.g., serum, plasma, urine, synovial fluid and spinal fluid) or 
another tissue or sample taken from an individual having such a disorder, relative to 
the standard gene expression level, i.e., the expression level in healthy tissue or bodily 
fluid from an individual not having the disorder. 

Preferred polypeptides of the present invention comprise, or alternatively 
consist of, one or more immunogenic epitopes shown in SEQ ID NO: 61 as residues: 
Arg-21 to Ser-27, Thr-37 to Ser-46, Pro-78 to Gly-83, Leu-106 to Gly-1 13, Pro-123 
to Ala-153, Tyr-172 to Arg-181, Ala-184 to Lys-199. Polynucleotides encoding said 
polypeptides are also encompassed by the invention. 

Expression of this gene in ovarian cancer suggests a role for the protein 
product of this clone in the treatment and/or detection of disorders associated with the 
female reproductive system and disorders associated with pregnancy (for example, 
but not limited to, placenta abrapn'o, placenta previa, placental failure, placental 
insufficiency. In addition, expression of this gene product in the testis and testicular 
cancer tissue may implicate this gene product in normal testicular function. In 
addition, this gene product would be useful in the treatment of male infertility, and/or 
could be used as a male contraceptive. Therefore, polynucleotides and polypeptides 
corresponding to this gene are useful for the treatment and diagnosis of conditions 
concerning proper testicular function (e.g. endocrine function, sperm maturation), as 
well as cancer. Therefore, this gene product would be useful in the treatment of male 
infertility and/or impotence. This gene product is also useful in assays designed to 
identify binding agents, as such agents (antagonists) are useful as male contraceptive 
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agents. Similarly, the protein is believed to be useful in the treatment and/or diagnosis 
of testicular cancer. The testes are also a site of active gene expression of transcripts 
that is expressed, particularly at low levels, in other tissues of the body. Therefore, 
this gene product may be expressed in other specific tissues or organs where it may 
5 play related functional roles in other processes, such as hematopoiesis, inflammation, 
bone formation, and kidney function, to name a few possible target indications. The 
tissue distribution also indicates the polynucleotides and polypeptides corresponding 
to this gene would be useful for the diagnosis and treatment of a variety of immune 
system disorders. For example, the expression pattern indicates this gene and/or gene 
1 0 product may play a role in regulating the proliferation; survival; differentiation; 
and/or activation of hematopoietic cell lineages, including blood stem cells. 
Involvement in the regulation of cytokine production, antigen presentation, or other 
processes suggests a usefulness for treatment of cancer (e.g. by boosting immune 
responses). Expression in cells of lymphoid origin, indicates the natural gene product 
15 would be involved in immune functions. Therefore it would also be useful as an agent 
for immunological disorders including arthritis, asthma, immunodeficiency diseases 
r ; such as AIDS, leukemia, meumatoid arthritis, granulomatous disease, inflammatory 
bowel disease, sepsis, acne, neutropenia, neutrophilia, psoriasis, hypersensitivities, 
such as T-cell mediated cytotoxicity, immune reactions to transplanted organs and 
20 tissues, such as host-versus-graft and graft-versus-host diseases, or autoimmunity 

disorders, such as autoimmune infertility, lense tissue injury, demyelination, systemic 
lupus erythematosis, drug induced hemolytic anemia, rheumatoid arthritis, Sjogren's 
disease, and scleroderma. Moreover, the protein may represent a secreted factor that 
influences the differentiation or behavior of other blood cells, or that recruits 
25 hematopoietic cells to sites of injury. Thus, this gene product is thought to be useful 
in the expansion of stem cells and committed progenitors of various blood lineages, 
and in the differentiation and/or proliferation of various cell types. Furthermore, the 
protein may also be used to determine biological activity, raise antibodies, as tissue 
markers, to isolate cognate ligands or receptors, to identify agents that modulate their 
30 interactions, in addition to its use as a nutritional supplement. Protein, as well as, 
antibodies directed against the protein may show utility as a tumor marker and/or 
immunotherapy targets for the above listed tissues. 
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Many polynucleotide sequences, such as EST sequences, axe publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:22 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1 169 of SEQ ID NO:22, b 
is an integer of 15 to 1 183, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:22, and where b is greater than or equal to a 
+ 14. 



15 



20 



25 



30 



FEATURES OF PROTEIN ENCODED BY GENE NO: 13 

This gene is expressed primarily in developing fetal tissues such as 
characterized by Soares_NhHMPu_Sl, NCI_CGAP_Lu24, and NCI_CGAP_GC6 
libraries, and also to a lesser extent in multiple other tissues and cell lines. 

Polynucleotides and polypeptides of the invention are useful as reagents for 
differential identification of the tissue(s) or cell type(s) present in a biological sample 
and for diagnosis of diseases and conditions which include but are not limited to 
developmental disorders (particularly of the heart and lungs). Similarly, polypeptides 
and antibodies directed to these polypeptides are useful in providing immunological 
probes for differential identification of the tissue(s) or cell type(s). For a number of 
disorders of the above tissues or cells, particularly of the cardiovascular system, 
expression of this gene at significantly higher or lower levels may be routinely 
detected in certain tissues or cell types (e.g., cancerous and wounded tissues) or 
bodily fluids (e.g., serum, plasma, urine, synovial fluid and spinal fluid) or another 
tissue or sample taken from an individual having such a disorder, relative to the 
standard gene expression level, i.e., the expression level in healthy tissue or bodily 
fluid from an individual not having the disorder. 



WO 01/55430 



PCTAJS01/01431 



36 

Preferred polypeptides of the present invention comprise, or alternatively 
consist of, one or more immunogenic epitopes shown in SEQ ID NO: 62 as residues: 
Lys-40 to Trp-46. Polynucleotides encoding said polypeptides are also encompassed 
by the invention. 

The expression within fetal tissue and other cellular sources marked by 
proliferating cells indicates this protein may play a role in the regulation of cellular 
division, and may show utility in the diagnosis, treatment, and/or prevention of 
developmental diseases and disorders, including cancer, and other proliferative 
conditions. For example, developmental tissues rely on decisions involving cell 
differentiation and/or apoptosis in pattern formation. Dysregulation of apoptosis can 
result in inappropriate suppression of cell death, as occurs in the development of some 
cancers, or in failure to control the extent of cell death, as is believed to occur in 
acquired immunodeficiency and certain degenerative disorders, such as spinal 
muscular atrophy (SMA). Alternatively, this gene product may be involved in the 
pattern of cellular proliferation that accompanies early embryogenesis. Thus, aberrant 
expression of this gene product in tissues - particularly adult tissues - may correlate 
with patterns of abnormal cellular proliferation, such as found in various cancers. 
Because of potential roles in proliferation and differentiation, this gene product may 
have applications in the adult for tissue regeneration and the treatment of cancers. It . 
may also act as a morphogen to control cell and tissue type specification. Therefore, 
the polynucleotides and polypeptides of the present invention are useful in treating, 
detecting, and/or preventing said disorders and conditions, in addition to other types 
of degenerative conditions. Thus this protein may modulate apoptosis or tissue 
differentiation and would be useful in the detection, treatment, and/or prevention of 
degenerative or proliferative conditions and diseases. The protein would be useful in 
modulating the immune response to aberrant polypeptides, as may exist in 
proliferating and cancerous cells and tissues. Furthermore, the protein may also be 
used to determine biological activity, to raise antibodies, as tissue markers, to isolate 
cognate ligands or receptors, to identify agents that modulate their interactions, in 
addition to its use as a nutritional supplement. Protein, as well as, antibodies directed 
against the protein may show utility as a tumor marker and/or immunotherapy targets 
for the above listed tissues, hi addition the expression in fetus would suggest a useful 
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role for the proteiri product in developmental abnormalities, fetal deficiencies, pre- 
natal disorders and various would-healing models and/or tissue trauma. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:23 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1845 of SEQ ID NO:23, b 
is an integer of 15 to 1859, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:23, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 14 

The translation product of this gene shares sequence homology with a putative 
G protein-coupled receptor. See, for example, Genbank accessions gi|6779306|, 
gi|3 183689|, and gj|3650330|; all references available through these accessions are 
hereby incorporated herein by reference. 

This gene is expressed primarily in a wide variety of tissues with most of them 
belonging to the immune system such as B cells. The gene is also widely found in the 
digestive system tissues such as colon. 

Polynucleotides and polypeptides of the invention are useful as reagents for 
differential identification of the tissue(s) or cell type(s) present in a biological sample 
and for diagnosis of diseases and conditions which include but are not limited to 
immunological disorders (such as, for example, immunodeficiencies and leukemia). 
Similarly, polypeptides and antibodies directed to these polypeptides are useful in 
providing immunological probes for differential identification of the tissue(s) or cell 
type(s). For a number of disorders of the above tissues or cells, particularly of the 
immune system, expression of this gene at significantly higher or lower levels may be 
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routinely detected in certain tissues or cell types (e.g., cancerous and wounded 
tissues) or bodily fluids (e.g., serum, plasma, urine, synovial fluid and spinal fluid) or 
another tissue or sample taken from an individual having such a disorder, relative to - 
the standard gene expression level, i.e., the expression level in healthy tissue or bodily 
fluid from an individual not having the disorder. 

Preferred polypeptides of the present invention comprise, or alternatively 
consist of, one or more immunogenic epitopes shown in SEQ ID NO: 63 as residues: 
Ser-40 to Ser-48. Polynucleotides encoding said polypeptides are also encompassed 
by the invention. 

The tissue distribution indicates the polynucleotides and polypeptides 
corresponding to this gene would be useful for the diagnosis and treatment of a 
variety of immune system disorders. For example, the expression pattern indicates 
this gene and/or gene product may play a role in regulating the proliferation; survival; 
differentiation; and/or activation of hematopoietic cell lineages, including blood stem 
cells. Involvement in the regulation of cytokine production, antigen presentation, or 
other processes suggests a usefulness for treatment of cancer (e.g. by boosting 
immune responses). Expression in cells of lymphoid origin, indicates the natural gene 
product would be involved in immune functions. Therefore it would also be useful as 
an agent for immunological disorders including arthritis, asthma, immunodeficiency 
diseases such as AIDS, leukemia, rheumatoid arthritis, granulomatous disease, 
inflammatory bowel disease, sepsis, acne, neutropenia, neutrophilia, psoriasis, 
hypersensitivities, such as T-cell mediated cytotoxicity; immune reactions to 
transplanted organs and tissues, such as host-versus-graft and graft-versus-host 
diseases, or autoimmunity disorders, such as autoimmune infertility, lense tissue 
injury, demyelination, systemic lupus erythematosis, drug induced hemolytic anemia, 
rheumatoid arthritis, Sjogren's disease, and scleroderma. Moreover, the protein may 
represent a secreted factor that influences the differentiation or behavior of other 
blood cells, or that recruits hematopoietic cells to sites of injury. Thus, this gene 
product is thought to be useful in the expansion of stem cells and committed 
progenitors of various blood lineages, and in the differentiation and/or proliferation of 
various cell types. Furthermore, the protein may also be used to determine biological 
activity, raise antibodies, as tissue markers, to isolate cognate ligands or receptors, to 
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identify agents that modulate their interactions, in addition to its use as a nutritional 
supplement. Protein, as well as, antibodies directed against the protein may show 
utility as a tumor marker and/or immunotherapy targets for the above listed tissues. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:24 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded ftom the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1580 of SEQ ID NO:24, b 
is an integer of 15 to 1594, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:24, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 15 

This gene is expressed primarily in immune cells and also in Soares infant 
brain 1MB, Soares fetal liver spleen, and Soares_testis_NHT. 

Polynucleotides and polypeptides of the invention are useful as reagents for 
differential identification of the tissue(s) or cell type(s) present in a biological sample 
and for diagnosis of diseases and conditions which include but are not limited to: 
disorders of the the liver, spleen, testis, brain, immune system (such as 
immunodeficiencies and leukemia), and developmental disorders. Similarly, 
polypeptides and antibodies directed to these polypeptides are useful in providing 
immunological probes for differential identification of the tissues) or cell type(s). For 
a number of disorders of the above tissues or cells, particularly of the immune system, 
expression of this gene at significantly higher or lower levels may be routinely 
detected in certain tissues or cell types (e.g., cancerous and wounded tissues) or 
bodily fluids (e.g., serum, plasma, urine, synovial fluid and spinal fluid) or another 
tissue or sample taken from an individual having such a disorder, relative to the 
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standard gene expression level, i.e., the expression level in healthy tissue or bodily 
fluid from an individual not having the disorder. 

The tissue distribution indicates polynucleotides and polypeptides 
corresponding to this gene would be useful for the detection, treatment, and/or 
5 prevention of neurodegenerative disease states, behavioral disorders, or inflammatory 
conditions. For example, the uses include, but are not limited to the detection, 
treatment, and/or prevention of Alzheimer's Disease, Parkinson's Disease, 
Huntington's Disease, Tourette Syndrome, epilepsy, meningitis, encephalitis, 
demyelinating diseases, peripheral neuropathies, neoplasia, trauma, congenital 
1 0 malformations, spinal cord injuries, ischemia and infarction, aneurysms, 

hemorrhages, schizophrenia, mania, dementia, paranoia, obsessive compulsive 
disorder, depression, panic disorder, learning disabilities, ALS, psychoses, autism, 
and altered behaviors, including disorders in feeding, sleep patterns, balance, and 
perception. In addition, elevated expression of this gene product in regions of the 
1 5 brain indicates it plays a role in normal neural function. Potentially, this gene product 
is involved in synapse formation, neurotransmission, learning, cognition, 
homeostasis, or neuronal differentiation or survival. Furthermore, the protein may 
also be used to determine biological activity, to raise antibodies, as tissue markers, to 
isolate cognate ligands or receptors, to identify agents that modulate their interactions, 
20 in addition to its use as a nutritional supplement Protein, as well as, antibodies 
directed against the protein may show utility as a tumor marker and/or 
immunotherapy targets for the above listed tissues. The tissue distribution also 
indicates polynucleotides and polypeptides corresponding to this gene are useful for 
the treatment and diagnosis of hematopoietic related disorders such as anemia, 
25 pancytopenia, leukopenia, thrombocytopenia or leukemia since stromal cells are 

important in the production of cells of hematopoietic lineages. For example, the uses 
include bone marrow cell ex-vivo culture, bone marrow transplantation, bone marrow 
reconstitution, radiotherapy or chemotherapy of neoplasia The gene product may also 
be involved in lymphopoiesis, therefore, it can be used in immune disorders such as 
30 infection, inflammation, allergy, immunodeficiency etc. In addition, this gene product 
may have commercial utility in the expansion of stem cells and committed 
progenitors of various blood lineages, and in the differentiation and/or proliferation of 
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various cell types. Furthermore, the protein may also be used to determine biological 
activity, to raise antibodies, as tissue markers, to isolate cognate ligands or receptors, 
to identify agents that modulate their interactions, in addition to its use as a nutritional 
supplement. Protein, as well as, antibodies directed against the protein may show 
5 utility as a tumor marker and/or immunotherapy targets for the above listed tissues. 
The tissue distribution also indicates polynucleotides and polypeptides corresponding 
to this gene would be useful for the detection and treatment of liver disorders and 
cancers. For example, the protein can be used for the detection, treatment, and/or 
prevention of Wilson's disease, cirrhosis, liver cancer (for example, .hepatoblastoma), 
10 jaundice, hepatitis, and liver metabolic diseases and conditions attributable to the 
differentiation of hepatocyte progenitor cells. The expression within fetal tissue and 
other cellular sources marked by proliferating cells indicates this protein may play a 
role in the regulation of cellular division, and may show utility in the diagnosis, 
treatment, and/or prevention of developmental diseases and disorders, including 
cancer, and other proliferative conditions. For example, developmental tissues rely on 
decisions involving cell differentiation and/or apoptosis in pattern formation. 
Dysregulation of apoptosis can result in inappropriate suppression of cell death, as 
occurs in the development of some cancers, or in failure to control the extent of cell 
death, as is believed to occur in acquired immunodeficiency and certain degenerative 
disorders, such as spinal muscular atrophy (SMA). Alternatively, this gene product 
may be involved in the pattern of cellular proliferation that accompanies early 
embryogenesis. Thus, aberrant expression of this gene product in tissues - particularly 
adult tissues - may correlate with patterns of abnormal cellular prohferation, such as 
found in various cancers. Because of potential roles in prohferation and 
differentiation, this gene product may have applications in the adult for tissue 
regeneration and the treatment of cancers. It may also act as a morphogen to control 
cell and tissue type specification. Therefore, the polynucleotides and polypeptides of 
the present invention are useful in treating, detecting, and/or preventing said disorders 
and conditions, in addition to other types of degenerative conditions. Thus this protein 
may modulate apoptosis or tissue differentiation and would be useful in the detection, 
treatment, and/or prevention of degenerative or proliferative conditions and diseases. 
The protein would be useful in modulating the immune response to aberrant 
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polypeptides, as may exist in proliferating and cancerous cells and tissues. 
Furthermore, the protein may also be used to determine biological activity, to raise 
antibodies, as tissue markers, to isolate cognate ligands or receptors, to identify agents 
that modulate their interactions, in addition to its use as a nutritional supplement. 
5 Protein, as well as, antibodies directed against the protein may show utility as a tumor 
marker and/or immunotherapy targets for the above listed tissues. In addition the 
expression in fetus would suggest a useful role for the protein product in 
developmental abnormalities, fetal deficiencies, pre-natal disorders and various 
would-healing models and/or tissue trauma. 
10 Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:25 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
15 would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1985 of SEQ ID NO:25, b 
is an integer of 15 to 1999, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:25, and where b is greater lhan or equal to a 
20 +14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 16 

15 In specific embodiments, polypeptides of the invention comprise, or 

alternatively consists of, the amino acid sequence: 

MCGGLQEWQGGGASSVKTEVTVSLAPPALJPPRTGVFASVLISCWVLPWTLSG 
MQAGTSLI^SYIPPRAQGSWGPATPWQGSCTSnS(XRAPDPPPGTTLVGLRL 
EGKECQNSSPGGRRVCTPSPAI^DSQTHSSSFSWl^WCIIFFFFFFRWSIALIP 
30 RLECSGAMSAH (SEQ ID NO: 97). Moreover, fragments and variants of these 
polypeptides (such as, for example, fragments as described herein, polypeptides at 
least 80%, 85%, 90%, 95%, 96%, 97%, 98%, or 99% identical to these polypeptides 
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and polypeptides encoded by the polynucleotide which hybridizes, under stringent 
conditions, to the polynucleotide encoding these polypeptides , or the complement 
there of are encompassed by the invention. Antibodies that bind polypeptides of the 
invention are also encompassed by the invention. Polynucleotides encoding these 
polypeptides are also encompassed by the invention. 

This gene is expressed primarily in prostate, immune cells (e.g., T-cells) and 
breast cancer. 

Polynucleotides and polypeptides of the invention are useful as reagents for 
differential identification of the tissue(s) or cell type(s) present in a biological sample 
and for diagnosis of diseases and conditions which include but are not limited to 
breast cancer. Similarly, polypeptides and antibodies directed to these polypeptides 
are useful in providing immunological probes for differential identification of the 
tissue(s) or cell type(s). For a number of disorders of the above tissues or cells 
particularly of the female reproductive system and immune system, expression' of this 
1 5 gene at significantly higher or lower levels may be routinely detected in certain 
tissues or cell types (e.g., immune, cancerous and wounded tissues) or bodily fluids 
(e.g., serum, plasma, urine, synovial fluid and spinal fluid) or another tissue or sample 
taken from an individual having such a disorder, relative to the standard gene 
expression level, i.e., the expression level in healthy tissue or bodily fluid from an 
20 mdividual not having the disorder. 

Preferred polypeptides of the present invention comprise, or alternatively 
consist of, one or more immunogenic epitopes shown in SEQ ID NO: 65 as residues- 
Cys-47 to Ser-52. Polynucleotides encoding said polypeptides are also encompassed 
by the invention. 

The tissue distribution indicates that polynucleotides and polypeptides 
corresponding to this gene are useful for the treatment and/or detection of breast 
cancer. The tissue distribution in immune tissues indicates the polynucleotides and 
polypeptides corresponding to this gene would be useful for the diagnosis and 
treatment of a variety of immune system disorders. Representative uses are described 
m the "Immune Activity" and "Infectious Disease" sections below, in Example 1113 
14, 16, 18, 19, 20, and 27, and elsewhere herein. Briefly, the expression indicates a ' 
role in regulating the proliferation; survival; differentiation; and/or activation of 
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hematopoietic cell lineages, including blood stem cells. Involvement in the regulation 
of cytokine production, antigen presentation, or other processes suggests a usefulness 
for treatment of cancer (e.g. by boosting immune responses). Expression in cells of 
lymphoid origin, indicates the natural gene product would be involved in immune 
5 functions. Therefore it would also be useful as an agent for immunological disorders 
including arthritis, asthma, immunodeficiency diseases such as AIDS, leukemia, 
rheumatoid arthritis, granulomatous disease, inflammatory bowel disease, sepsis, 
acne, neutropenia, neutrophilia, psoriasis, hypersensitivities, such as T-cell mediated 
cytotoxicity, immune reactions to transplanted organs and tissues, such as host- 
10 versus-graft and graft-versus-host diseases, or autoimmunity disorders, such as 
autoimmune infertility, lense tissue injury, demyelination, systemic lupus 
erythematous, drug induced hemolytic anemia, rheumatoid arthritis, Sjogren's 
disease, and scleroderma. Moreover, the protein may represent a secreted factor that 
influences the differentiation or behavior of other blood cells, or that recruits 
15 hematopoietic cells to sites of injury. Thus, this gene product is thought to be useful 
in the expansion of stem cells and committed progenitors of various blood lineages, 
and in the differentiation and/or proliferation of various cell types. Furthermore, the 
protein may also be used to determine biological activity, raise antibodies, as tissue 
markers, to isolate cognate ligands or receptors, to identify agents that modulate their 
20 interactions, in addition to its use as a nutritional supplement. Protein, as well as, 
antibodies directed against the protein may show utility as a tumor marker and/or 
immunotherapy targets for the above listed tissues. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
25 related to SEQ ED NO:26 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
30 general formula of a-b, where a is any integer between 1 to 2498 of SEQ ID NO:26, b 
is an integer of 15 to 2512, where both a and b correspond to the positions of 
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nucleotide residues shown in SEQ ID NO:26, and where b is greater than or equal to ; 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 17 

The translation product of this gene shares sequence homology with a 
membrane-anchored aspartyl protease thought to play an important role in onset and 
progression of Alzheimer's Disease. See, Genbank Protein Accession AAF17080; all 
references available through this accession are hereby incorporated herein by 
reference; for example, see Yan, R., et al., Nature 402:533-7 (1999). Therefore, the 
translation product of this gene may also play an important role in onset and 
progression of Alzheimer's disease or other disorders involving aberrant protease 
activities (for example, as in metastatic processes). 

• This gene is expressed primarily in adult and fetal lung cells. 
Polynucleotides and polypeptides of the invention are useful as reagents for 
differential identification of the tissue(s) or cell type(s) present in a biological sample 
and for diagnosis of diseases and conditions which include but are not limited to 
adult, infant, and fetal pulmonary disorders (for example lung cancer). Similarly, 
polypeptides and antibodies directed to these polypeptides are useful in providing 
immunological probes for differential identification of the tissue(s) or cell type(s). For 
a number of disorders of the above tissues or cells, particularly of the lungs, 
expression of this gene at significantly higher or lower levels may be routinely 
detected in certain tissues or cell types (e.g., cancerous and wounded tissues) or 
bodily fluids (e.g., serum, plasma, urine, synovial fluid and spinal fluid) or another 
tissue or sample taken from an individual having such a disorder, relative to the 
standard gene expression level, i.e., the expression level in healthy tissue or bodily 
fluid from an individual not having the disorder. 

Preferred polypeptides of the present invention comprise, or alternatively 
consist of, one or more immunogenic epitopes shown in SEQ ID NO: 66 as residues: 
Gly-46 to Glu-52, Pro-105 to His-1 10, His-120 to Ala-126, Arg-223 to Gly-230. 
Polynucleotides encoding said polypeptides are also encompassed by the invention. 
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Many polynucleotide sequences, such as EST sequences, arepublicly 
available and accessible through sequence database, Some of these sequences are 
related to SEQ ID NO:27 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded fr omme S copeofmepresentinvention.Tohsteveryrelatedsequence 

wouldbe cumbersome. Accordingly, preferably excluded from me present invention 
are one or m ore polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 780 of SEQ ID NO:27,b 
is an integer of 15 to 794, where both a and b correspond to the portions of 

• ocmnKrn-97 and where bis greater than or equal to a 
nucleotide residues shown m SEQ ID NO.27, ana wnere u & 



+ 14. 
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Table 1 ^arizestheinfonnationconespondingtoeach«'GeneNo» 
descnbed above. The nucleotide sequence identified as "NT SEQ ID NO^ was 

DNA clones. ^o Ve rl^ g ^ mc ^^^ M 

nucleotide position), resulting in a final sequence identified as SEQ ID NO X 

depo.tnu.berfistedin-ATCCDepositNo.-Za.dDate,' Some of the deposits 
^^««« to a«^^ te ^^ "Vector-ref^o 
the type of vector contained in the cDNA Clone ID. 

'Total NT Seq.» refers to the total number of nucleotides in the contig 
.denhfiedby "Gene No.» The deposited Cone may contain all ormostofthese 

isidenhfiedas-5'NTofFirstAAofSignalPep." 

The translated amino acid sequence, beginning with the methionine is 

^usmglmow.moleoularbiologyteclm,^ 
inventioii. 



25 



30 



■»-AArfagh l r« ld T - , AA(|fa| Ue 
Peeled firs, amino acid position of SEQ ID N0 .Y of to secreted portion ia 

^onofSEQIDNO : yof teI a Sta nnnoacidintoop Mre adi ng&aI „ei s 
identified as "Last AA of ORF." 

^ < 3 1D N0 3 C ( wh e r e Xn 1 a y beanyofd 1 =po lj nuc.eond SSMI n H1 « s 
disclosed in the sequence listing) and the translated SEQ ID NO: Y (where Y may be 

^^^^^^^^ 
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ui fnr a variety of uses well known in the art and 
accurate and otherwise suitable for a ^^^q ^ no*X is useful for designins nucleic 
described furtherbelow. For ^^^^^^edinSEQlD 

^etonucleic — ^^^^ 
identified from SEQH>NU.rm y rtlvneo tides and the secreted 

. . . v the cDN a clones identified in Table 1. 

sequencingenors. The errors exrst as erroneously inserted or 

d^of^eondes^a-Sene^PNA^^- J 

, QTMP ^ifts in the reading frames 01 tne 

acid sequence, hi these cases, in P seq uence may be greater 

, ^ amino acid sequence, even though the ^iHne oase hrsertionor 
^ 99 9% identical to .he actual DNA sequence (for example, 
^on^openrendlngtanreofoverlOOO^ 

"I- « * e — TT^u. I SEO ID WW and .he predicted 

W*« amino acid sequence rdenhBed as SEQ ID NO • 

• ..k„ m ancDMAoftheinventrondeposrtea'»rmoi 

^edfromsuchdepos*,. 



^p^rinalsorel^^esene.co^ndhrg.SEQlD 
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ymg or amplifying the corresponding eenp fi™ 
sources of genomic material appropriate 

•felted c,„ ne , ^ J «l ID NO. Y, or a 

Provided herein md ' „ . .f „ OT *» the fences 

^ve in Xa obl . Ile J™* taTOl ^ Kteto ^'Wrdesc ri0 ed 

the sequence identifier, "AA SEQ TD NOY" f , ™ etodcolu ™ Provides 
Tablel. The fourth column nrovL P ol W*e sequences disclosed in 

'0.0, Ge^cs Co^^^ ^ ^ ^ 
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over at least 6 amino acids are indicated in Tabic 2 ^ * 
tot depending on the analytical enteric need to predict anttg 

to the clones disclosed in Table l. ine nn» ^ 
" «i "Plane ID" for a cDNA clone related to each contig sequence 
10 r?2l ^iLaryCodeCsrshowstheexpressionpronleoftissueand/or 
Table 1. Column 2, Library too u t - Hp5 of the invention. Each Library 

Codeincolumn 2represen«a at^ceUaoun*^ 

„ PO.^leondcsweanoto.iscrvedinmeotans^ Kwhidlshowa 

20 ^c^l,P— ^ 
wn v» that matches a nucleotide SEQUJiN^.vv 

NO.X, inaiuuw*'" >Tvtolo£dc Band or 

^onamde^byfind^c^n^^^ «> 
■ a- ,!,.NCTBI(NanonalCenterforBiotecbnologyInfomianon, 
25 "^ mteNCT ^ ctaomM ^ ^diaease^aasocianonwae 
database. Green a presnmphve chromes ^ 
^ernnnedbycontpanaonwimnneMorb.dMap.den^no^ 

^e.in^lOnnncMendeUen— ee»M^^ 



WO 01/55430 

PCT/US01/01431 

55 

with the word "disease". indicated in column 3 ■ 

Table 6 provides a key to the OMIM refers -a 
10 disclosed in Table 4 colu™ , m« ^tification numbers 

Inheritance in Man. OMnu x.x, . m Man (0nJme Mendelian 

National U brarvofM J,. . "^^^B^toology 

MoAid Map database. t " e4 ' CO " fflm2 . as <l«anmned us i„ gaB 
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Table 2 



NT SEQ ID 
NO:X 



11 



12 



28_ 
13 



2_ 

4 



14 



30 



15 



31 

5 1 32 _ 
~~5 I 33] 
16 



34 



17 



AA SEQ ID 
NO: Y 



50 



51 



67 



52 



68 



53 



69 



54 



70 



73 



1-1166 



15-1180 



1-1188 



1 - 1933 



1 - 1853 



15-1202 



15 - 1947 



Predicted Epitopes 



Aig-33 to Cys-39 
Lys-47 to Asn-61 
Gln-82toTyr-94 
Ser-166toSer-179 
Gln-225toTip-232 
A T -290toPro-297._ 



15-1867 



: 3062 
-1338 



15-3076 



15-1352 



Val-45 to Pro-50. 
Val-45 to Pro-50^ 



nin-46toTrp-52. 



niu-46toTrp-52. 



T-1323 15-1337 



Met-1 toLys-6 
Cys-30 to Cys-39 
Glu-95 to Cys-100 
Val-102toPhe-113 
Cys-121toGly-127 
Val-216toArg-224 
Prn-236 to Asa-247. 



Met-1 to Lys-6 
Cys-30 to Cys-39 
Glu-95 to Cys-100 
Val-102toPhe-113 
Cys-121toGly-127 
Val-216toArg-224 
Pio-236 to Asn-247. 



1 - 1732 15 - 1/46 



T.1643 I 15-1657 



l-406_ 
1 - 621 
1 - 1663 



15-420 
15-635 
15 - 1677 



56 



1-3784 15-3/y* 



Leu-55 to Aig-61 
Pro-93 to Gln-98. 



Pro-139toArg-144 
Ghi-166toSer-180 
Arg-251 to Glu-258 
Arp-365 to Ser-381 



- , 

Pro-139 to Arg-144 
Glu-166 to Ser-180 
Ar ^-251 to Glu-258. 



Ser-l7toGln-26 
Arg-39toHis-45 
Thr-47 to Ile-56 
Gln-65 to Arg-75 
Ser-85toArg-90 
Arg-129toVal-136 
Pro-138 to Gln-146 
Tyr-195toThr-201 
Asn-228toLeu-236 
Tyr-240toAsp-259 
Axg-262toTyr-277 
Asn-312 toLys-326 
Lys-339 to Lys-345^ 
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12 

J3 

14 J24~ 



74 



15-923 



1 -3384 



Ser-17 to GIn-26 
Arg-39toffis-45 
Thr-47 to Ile-56 
Gln-65 to Arg-75 
Ser-85 to Arg-90 
Arg-129 toVal-136 
Pro-138 to Gln-146 
Tyr-195 toThr-201. 



SeM7toGln-26 
Arg-39 toHis^5 
Thr-47 to Ile-56 
Gln-65 to Arg-75 
Ser-85 to Arg-90 
Arg-129 toVal-136 
Pro-138 toAsn-14S 



15-557 



1-768 



1-404 



j-1659 
j-1985 
1-2328 



15-1183 



Leu-69 to Ghi-74 
Arg-132 to Gln-146 
Glu-162toThr-171 
Glu-222 toThr-235 
Arg-253toHis-265 
Ghi-286 to Asn-309 



Leu-69 to Glu-74 
Arg-132 to Gln-146 
Glu-162 toThr-171 
Glu-222 toThr-235 
Arg-253toHis-265 
Glu-286toAsn-302. 



15-782 



15 - 1348 
15-1859 



Arg-21 toSer-27 
Thr-37 to Ser-46 
Pro-78 to GIy-83 
Leu-106toGly-113 
Pro-123 toAla-153 
Tyr-172toArg-181 
Ala-184toLys-199 



15-1594 



Gln-29toLys-35 
Lys-48 to GIn-54 
Arg-80 to Asp-90 
Pro-1 66 to Arg-1 73 
GIu-178toTyr-188 
Glu-220 to Leu-228 
D gj46toPro-253 
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26 


65 


1 - 2498 


15-2512 


Arg-281 to Asp-288 
Ser-305toHis-313 
Acn 'iio tn Aro-328 
Asp-361 to Phe-366 
Arg-372toTyr-377 
Gly-384 to Ser-402. 
Cvs-47 to Ser-52. 


16 
16 
16 


46 
47 


85 
86 


1-707 
1-701 


15-721 
15-715 


Cvs-47 to Ser-52. 
Ser-1 to Ser-15 
Cys-19 to Lys-24 
T to Ser-62. 


17 


~27 


"66 


7^780 


15-794 
15-741 


Gly-46 to Glu-52 
Pro-105toHis-110 
His-120toAla-126 
Are-223 to Gly-230. 


17 
17 


48 
49 


87 
88 


1-727 
1-709 


15-723 


Gly-46 to Gto-52 
Pro-105toHis-110 
His-120 to Ala-126. 
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Table 3 



HCRNU76 



H0051 
H0318 
H0623 
S0148 



S 53? SS5E#»w 

H0477 H0506 SoS2 H0529 S SE{. H0423 H0431 HM36 

ss ss as S S E 5 s 552 

SS SK so4 S s 555 SS ^ S3 S 



HGCNC48 
HB0DQ16 



HE8TB68 



H0013 
H0645 
S0280 
H0328 
S0364 



S0210 



H0013 
H0458 
H0662 
S0049 
S0424 



H0032 
H0538 
H0641 
S0026 
S0440 



H0052 
H0422 
H0637 
S005I 



H0013 
S0134 



H0012 
H0522 
L1290 
S0444 



H0008 
H0100 
H0266 
H0421 
H0529 
H0620 
H0689 



S Sf2 2X!i T 14 tiWM H0038 H0046 H0051 H005T 

iilUBII 
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gnfUA cn04S S0046 S0051 S0052 S0114 S0116 S0126 S0132 S0134 
!2m2 IZl 3bU S0218 S0222 S0278 S0300 S0342 S0354 S0358 
SES S S0378 S0404 S0406 S0408 S0420 S0440 S0444 T0006 


HCHPU32 
HAPSQ21 


HOfiOO H0619 H0693 L1290 S0152 T0067 

H0024 H0042 H0375 H0549 H0646 H0647 UfflU 1 
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Table 4 



SEQ ID NO: 
X 



Cytologic Band or 
Chromosome: 



OMIMReference(s): 
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Tables 



Library 
Code 


Library Description 


Disease 


H0004 


Human Adult Spleen 




H0008 


Whole 6 Week Old Embryo 




H0009 


Human Fetal Brain 




H0012 


Human Fetal Kidney 




H0013 


Human 8 Week Whole Embryo 




H0014 


Human Gall Bladder 




H0015 


Human Gall Bladder, traction H 




H0024 


Human Fetal Lung III 




H0031 


Human Placenta 




H0032 


Human Prostate 




H0036 


Human Adult Small Intestine 




H0037 


Human Adult Small Intestine 




H0038 


Human Testes 




H0039 


Human Pancreas Tumor 


disease 


H0040 


Human Testes Tumor 


disease 


H0042 


Human Adult Pulmonary 




H0046 


Human Endometrial Tumor 


disease 


H0051 


Human Hippocampus 




H0052 


Human Cerebellum 




H0056 


Human Umbilical Vein, Endo. remake 




H0057 


Human Fetal Spleen 




H0059 


Human Uterine Cancer 


disease 


H0090 


Human T-Cell Lymphoma 


disease 


H0100 


Human Whole Six Week Old Embryo 




HOI 07 


Human Infant Adrenal Gland, subtracted 




H0123 


Human Fetal Dura Mater 




H0130 


LNCAP untreated 




H0135 


Human Synovial Sarcoma 




H0144 


Nine Week Old Early Stage Human 




H0156 


Human Adrenal Gland Tumor 


disease 


HO 163 


Human Synovium 




H0165 


Human Prostate Cancer, Stage B2 


disease 


TTfM /rt\ 

nOloy 


Human Prostate Cancer, Stage C traction 


disease 


H0170 


12 Week Old Early Stage Human 




H0171 


12 Week Old Early Stage Human, II 




H0178 


Human Fetal Brain 




H0179 


Human Neutrophil 




H0188 


Human Normal Breast 




H0239 


Human Kidney Tumor 


disease 


H0244 


Human 8 Week Whole Embryo, subtracted 




H0250 


Human Activated Monocytes 




H0251 


Human Chondrosarcoma 


disease 


H0255 


breast lymph node CDNA library 




H0264 


human tonsils 




H0265 


Activated T-Cell (12hs)/Thiouridine labelledEco 




H0266 


Human Microvascular Endothelial Cells, tract. A 




H0284 


Human OB MG63 control fraction I 
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H0290 


Human OR HOS treated (1 nM W)\ frartinn 1 




H0294 






H0309 


Human CTirrmif* Svnnvitic 


uisease 


H0318 


HT JMAN R PPT 1 T YMPPTDMA 


disease 


H0327 


Tinman (*ftrmic CAlncnnn 




H032R 


TlllTOiJTl /Yt70Tl»iTl f^Otl^O^ 


. . 

disease 




TT ArwiTirnrt'rtAnnTtrtm'i 

riciiian^opcricyiurria 


disease 




QTTTM 






oiiooiasiorxia 


disease 


fit/ J J A 


wilro's tumor 


disease 




jniiiiiaJi i^iver 






H. Atrophic Endometrium 




Xlv.5 


H. Lymph node breast Cancer 


_ 

disease 




UiifYim T i t*"% Cr 

oilman JLung 






Human rTostaie jDjrti, re-excision 




TTfYlJM 

XJLV/J o*+ 


JDIalll, XvOZoA. 






n. lvieningiiiia, ivii 




JtlVrvv 


T-Ti "i Ylf\ *H T\ r*i l^iiTV\ TloiM i a(*cHAn i*o roebuck 

xiuiiiau ouiaium u eprcssi on, rc -res cue 




"H0407 


^juj*t aepieiea curry v-oat ^oora ruoooj, re-excision 




TT041 1 

Jtlvr*! 1 1 


n rernaie rj idciQcr, /vauii 




TT0417 

Jlv t r 1Z 


xiuman umoiucai vein endomeiiai cens, ll-4 induced 






IlUIUaQ UHlDluCal V ClB UnuOulCllal V^cllS, UBIDQuCCu 






xiuman rseuuopiuis, ACuVaiea, re-excision 




140471 


Human Bone Marrow, re-excision 




T-Tfl477 


T r\»n "dtjt a i a tm> 

I-^eil rxlA 10 UTS 




T4ft47'* 


i -i^eii y riA z*f nrs 






Human Pituitary, subt DC 




T-TH477 


Human Adipose 




T-Tfl47R 


Human Ovary 




TJfMII 

XlUHj 1 


H. Kidney Medulla, re-excision 






vjvanan lumor iii-j-yD 






Kestmg 1 -uen JuiDrary,!! 




XJ/VMO 


H. Striatum Depression, subt II 






Spleen, Chronic lymphocytic leukemia 


disease 




numan tsosmopmis 




XlXrrJO 


v^JL/Jf^ Ceil, 1, JJaC 11 




TTft477 


Tinman 7^rv«c-il T i\\ 1 

xiuman i onsu, .lid j 




H04R4. 

XiV t tO*T 


x>icaSL v^ancer v^eii line, angiogemc 




H0486 


TT t\i\ oVitl^c T xnnr^liA'tYiQ TT 

xxuugnxu b l^yxiipuuiiia XI 


-~- — 

disease 


K04Q4 


iVCl aUUUC j Lw 






UlCdalJ Vo vsOUDS 






IN 1 XUvrlZj COnuOl 






x iiriiuiy i/enanuc i^ciis, iiu l 




H0522 


Primary Dendritic cells frac 2 




H0529 


Myoloid Progenitor Cell Line 




H0538 


Merkel Cells 




H0539 


Pancreas Islet Cell Tumor 


disease 


H0543 


T cell helper II 




H0544 


Human endometrial stromal cells 




H0545 


Human endometrial stromal cells-treated with progesterone 




H0547 


NTERA2 teratocarcinoma cell Ime-rretinoic acid (14 days) 




H0549 


H. Epidimymus, caput & corpus 




H0550 


H. Epididiymus, cauda 
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H0551 1 


■ — ~~~ . _ -j ~ " r~ 

3uman Thymus Stromal Cells , 




H0553 : 


Human Placenta 




H0555 


Rejected Kidney, ho 4 


disease 


H0556 


Activated T-cell(l2n)/ 1 mouriQine-re-excision 




H0559 


HL-60, PMA 4H, re-excision 




H056O 


KMH2 




H0561 


-[AIR 




H0566 


Human Fetal Brain,normakzed c50r 




H0575 


Human Adult Pulmonary,re-excision 




H058O 


Dendritic cells, pooled 




H0581 


Human Bone Marrow, treated 




H0586 


Healing groin wound. 6,5 hours post incision . 


disease 


H0587 


Healing groin wound, 7.5 hours post incision 


disease 


H0591 


Human T-cell lymphoma je-excision 


disease 


H0592 


Healing groin wound - zero hr post-incision (control) 


disease 


H0593 


Olfactory epithelium,nasalcavity 




H0595 


Stomach cancer (human),re-excision 


disease 


H0596 


Human Colon Cancerje-excision 




H0598 


Human Stomach^e-excision 




HQ600 


Healmg Abdomen wound,70&9U rmn post incision 


disease 


H0615 


Human Ovarian Cancer Reexcision 


disease 


H0616 


Human Testes, Reexcision 




H0617 


Human Primary Breast Cancer Reexcision _ 


disease 


H0618 


Human Adult Testes, Large Inserts, Reexcision 




H0619 


Fetal Heart 




H0620 


Human Fetal Kidney, Reexcision 




H0622 


Human Pancreas Tumor, Reexcision . — 


A\ cease 


H0623 


Human Umbilical Vein, Reexcision 




H0624 


12 Week Early Stage Human II, Reexcision 




H0625 


Ku 812F Basophils Line 




H0628 


Human Pre-Differentiated Adipocytes 




H0629 


Human Leukocyte, control #2 




H0631 


Saos2, Dexamethosome Treated 




H0637 


Dendritic Cells From CD34 Cells 




H0638 


CD40 activated monocyte dendridic cells 




H0640 


Ficolled Human Stromal Cells, Untreated 




H0641 


LPS activated derived dendritic cells 




H0645 


Fetal Heart, re-excision 




H0646 


Lung, Cancer (4005313 A3): Invasive Poorly Differentiated 
Lung Adenocarcinoma, 




H0647 


Lung, Cancer (4005163 B7): Invasive, Poorly Diff. 
Adenocarcinoma, Metastatic 


disease 


H0648 


Ovary, Cancer: (4004562 B6) Papillary Serous Cystic 
Neoplasm, Low Malignant Pot 


aiseooc 


H0651 


Ovary, Normal: (9805C040R) 






Qtrnmnl fVlIc 




H0656 


B-ceIIs (unstimulated) 




H0657 


B-cells (stimulated) 




H0658 


Ovary, Cancer (9809C332): Poorly differentiated 
adenocarcinoma 


disease 


H0659 


Ovary, Cancer (15395A1F): Grade H Papillary Carcinoma 


S disease 


H0660 


Ovary, Cancer (15799A1F) Poorly differentiated carcinoma 


disease 


H0661 


Breast, Cancer. (4004943 A5) 


disease 


L H0662 


Breast, Normal: (4005522B2) . 
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H0667 


Stromal cells(HBM3.18) 




H0670 


Ovary, Cancer(4004650 A3): WeU-Differentiated 
Micropapillary Serous Carcinoma 




H0672 


Ovary, Cancer: (4004576 A8) 




H0673 


Human Prostate Cancer, Stage B2, re-excision 




H0674 


Human Prostate Cancer, Stage C, re-excission 




H0683 


Ovarian cancer, Serous Papillary Adenocarcinoma 




H0684 


Ovarian cancer, Serous Papillary Adenocarcinoma 




H0686 


Adenocarcinoma of Ovary, Human Cell Line 




H0687 


Human normal ovary(#9610G215) 




H0688 


Human Ovarian Cancer(#9807G017) 




H0689 


Ovarian Cancer 




H069O 


Ovarian Cancer, # 9702G001 




H0691 


Normal Ovary, #9710G208 




H0693 


Normal Prostate #OD03958EN 




H0696 


Prostate Adenocarcinoma 




H0703 


NKYAO190L2 TREATED FOR 72 HOURS} 




H0706 


Human Adult Skeletal Muscle 




H0710 


Patient #6 Acute Myeloid Leukemia/SGAH 




L1290 


Soares NFL T GBC SI 




S0002 


Monocyte activated 




S0003 


Human Osteoclastoma 




S0007 


Early Stage Human Brain 




S0010 


Human Amygdala 




S0026 


Stromal cell TF274 




S0027 


Smooth muscle, serum treated 




t S0028 


Smooth muscle,control 




S0036 


Human Substantia Nigra 




S0038 


Human Whole Brain #2 - Oligo dT > 1 ,5Kb 




S0040 


Adipocytes 




S0044 


Prostate BPH 




S0045 


Endothelial cells-control 




S0046 


Endothelial-induced 




S0049 


Human Brain, Striatum 




S0051 


Human Hypothalmus,Schizophrenia 




S0052 


neutrophils control 




S0114 


Anergic T-cell 




SOI 16 


Bone marrow 




S0126 


Osteoblasts 




S0132 


Epithelial-TNFa and INF induced 




S0134 


Apoptotic T-cell 




S0I42 


Macrophage-oxLDL 


~ 


S0146 


prostate-edited 




S0148 


Normal Prostate 




S015O 


LNCAP prostate cell line 




SO 152 


PC3 Prostate cell line 




SO 192 


Synovial Fibroblasts (control) 




SOI 94 


Synovial hypoxia 




S0196 


Synovial IL-l/TNF stimulated 




S0206 


Smooth Muscle- HASTE normalized 




S0210 


Messangial cell, frac 2 




S0212 


Bone Marrow Stromal Cell, untreated 




F S0218 


Apoptotic T-cell, re-excision 




S0222 


H. Frontal cortex,epilepticjre-excision 


disease 
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S0242 1 


Synovial Fibroblasts (lll/TNF), suot 




S0250 


Human Osteoblasts 11 


UloC-aoC 


S0262 I 


PYCS 




S0276 


Synovial hypoxia-RSF subtracted 




S0278 


H Macrophage (GM-CSF treated), re-excision 




S0280 1 


Human Adipose Tissue, re-excision 




S0282 ! 


Brain Frontal Cortex, re-excision J 




S0298 


Bone marrow stroma,treated 




S0300 


Frontal lobe,dementia,re-excision 




S0306 


Larynx normal #10 261-273 




S0310 1 


Normal trachea 




S0328 


Palate carcinoma 


aisease 


S0330 


Palate normal 




S0334 | 


Human Normal Cartilage Fraction EH 




S0342 


Adipocytes,re-excision 




S0354 | 


Colon Normal II 




S0356 1 


Colon Carcinoma 


uibcasc 


S0358 \ 


Colon Normal HI 




S0360 


Colon Tumor H 


HlCPaep 


S0362 


Human Gastrocnemius 




S0364 


Human Quadriceps 


■ 


S0366 


Human Soleus 




S0370 


Larynx carcinoma II 


<4-t CPQCP 


S0374 


Normal colon 




S0376 . 


Colon Tumor 


aisease 


S0378 


Pancreas normal PCA4 No 




S0380 


Pancreas Tumor PCA4 Tu 


aisease 


S0384 


Tongue carcinoma 


disease 


S0394 


Stomachgaormal 




S0404 


Rectum normal 




S0406 


| Rectum tumour 




S0408 


1 Colon, normal 




S0418 


CHME Cell Line,treated 5 hrs 




S0420 


CHME Cell Line,untreated 




S0422 


Mo7e Cell Line GM-CSF treated (Ing/ml) 




S0424 


TF-1 Cell Line GM-CSF Treated 




S0434 


1 Stomach Normal 


QloCaSC 


S0440 


Liver Tumour Met 5 Tu 




S0442 


1 Colon Normal 




S0444 


| Colon Tumor 




S0468 


Ea.hy.926 cell line 




S0474 


1 Human blood platelets 




S3014 


Smooth muscle, serum induce4re-exc 








disease 


S6028 


1 Human Manic Depression Tissue 


disease 


T0006 


1 Human Pineal Gland 




T0023 


Human Pancreatic Carcinoma 


disease 


T0039 


HSA 172 Cells 




T0041 


JurkatT-cellGl phase 




T0049 


Aorta endothelial cells + TNF-a 




T0060 


1 Human White Adipose 




T0067 


| Human Thyroid 
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Table 6 



OMIM 
Reference 


Description 


109565 


Lymphoma, B-cell 
Lymphoma, diffuse large cell 


122470 


Cornelia de Lange syndrome 


138160 


Diabetes mellitus, noninsiilin-dependent 
Fanconi-Bickel syndrome, 227810 


142640 


Thrombophilia due to elevated HRG 


177400 


Apnea, postanesthetic 


228960 


[Kinniogen deficiencyl 


256540 


Galactosialidosis 


261515 


Peroxisomal bifunctional enzyme deficiency 


600044 


Thrornbocythemia, essential, 187950 


600281 


MODY, type 1, 125850 

Non-insulin-dependent diabetes mellitus, 125853 
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The polypeptides of the invention can be prepared in any suitable manner. 
Such polypeptides include isolated naturally occurring polypeptides, recombinantly 
produced polypeptides, synthetically produced polypeptides, or polypeptides 
produced by a combination of these methods. Means for preparing such polypeptides 
are well understood in the art. 

The polypeptides may be in the form of the secreted protein, including the 
mature form, or may be a part of a larger protein, such as a fusion protein (see below). 
It is often advantageous to include an additional amino acid sequence which contains 
secretory or leader sequences, pro-sequences, sequences which aid in purification , 
such as multiple histidine residues, or an additional sequence for stability during 
recombinant production. 

The polypeptides of the present invention are preferably provided in an 
isolated form, and preferably are substantially purified. A recombinantly produced 
version of a polypeptide, including the secreted polypeptide, can be substantially 
purified using techniques described herein or otherwise known in the art, such as, for 
example, by the one-step method described in Smith and Johnson, Gene 67:3 1-40 
(1988). Polypeptides of the invention also can be purified from natural, synthetic or 
recombinant sources using techniques described herein or otherwise known in the art, 
such as, for example, antibodies of the invention raised against the secreted protein. 

The present invention provides a polynucleotide comprising, or alternatively 
consisting of, the nucleic acid sequence of SEQ ID NO:X, and/or a cDNA contained 
in ATCC deposit Z. The present invention also provides a polypeptide comprising, or 
alternatively, consisting of, the polypeptide sequence of SEQ ID NO:Y and/or a 
polypeptide encoded by the cDNA contained in ATCC deposit Z. Polynucleotides 
encoding a polypeptide comprising, or alternatively consisting of the polypeptide 
sequence of SEQ ID NO:Y and/or a polypeptide sequence encoded by the cDNA 
contained in ATCC deposit Z are also encompassed by the invention. 

Signal Sequences 

The present invention also encompasses mature forms of the polypeptide 
having the polypeptide sequence of SEQ ID NO:Y and/or the polypeptide sequence 
encoded by the cDNA in a deposited clone. Polynucleotides encoding the mature 
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forms (such as, for example, the polynucleotide sequence in SEQ ID NO:X and/or the 
polynucleotide sequence contained in the cDNA of a deposited clone) are also 
encompassed by the invention. According to the signal hypothesis, proteins secreted 
by mammalian cells have a signal or secretary leader sequence which is cleaved from 
the mature protein once export of the growing protein chain across the rough 
endoplasmic reticulum has been initiated. Most mammalian cells and even insect 
cells cleave secreted proteins with the same specificity. However, in some cases, 
cleavage of a secreted protein is not entirely uniform, which results in two or more 
mature species of the protein. Further, it has long been known that cleavage 
specificity of a secreted protein is ultimately determined by the primary structure of 
the complete protein, that is, it is inherent in the amino acid sequence of the 
polypeptide. 

Methods for predicting whether a protein has a signal sequence, as well as the 
cleavage point for that sequence, are available. For instance, the method of 
McGeoch, Virus Res. 3:271-286 (1985), uses the information from a short N-tenninal 
charged region and a subsequent uncharged region of the complete (uncleaved) 
protein. The method of von Heinje, Nucleic Acids Res. 14:4683-4690 (1986) uses the 
information from the residues surrounding the cleavage site, typically residues -13 to 
+2, where +1 indicates the amino terminus of the secreted protein. The accuracy of 
predicting the cleavage points of known mammalian secretory proteins for each of 
these methods is in the range of 75-80%. (von Heinje, supra.) However, the two 
methods do not always produce the same predicted cleavage point(s) for a given 
protein. 

In the present case, the deduced amino acid sequence of the secreted 
polypeptide was analyzed by a computer program called SignalP (Henrik Nielsen et 
al., Protein Engineering 10:1-6 (1997)), which predicts the cellular location of a 
protein based on the amino acid sequence. As part of this computational prediction of 
localization, the methods of McGeoch and von Heinje are incorporated. The analysis 
of the amino acid sequences of the secreted proteins described herein by this program 
provided the results shown in Table 1. 

As one of ordinary skill would appreciate, however, cleavage sites sometimes 
vary from organism to organism and cannot be predicted with absolute certainty. 
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Accordingly, the present invention provides secreted polypeptides having a sequence 
shown in SEQ ID NO:Y which have an N-terminus beginning within 5 residues (i.e., 
+ or - 5 residues) of the predicted cleavage point. Similarly, it is also recognized that 
in some cases, cleavage of the signal sequence from a secreted protein is not entirely 
5 unifoim, resulting in more than one secreted species. These polypeptides, and the 
polynucleotides encoding such polypeptides, are contemplated by the present 
invention. 

Moreover, the signal sequence identified by the above analysis may not 
necessarily predict the naturally occurring signal sequence. For example, the 

10 naturally occurring signal sequence may be further upstream from the predicted signal 
sequence. However, it is likely that the predicted signal sequence will be capable of 
directing the secreted protein to the ER. Nonetheless, the present invention provides 
the mature protein produced by expression of the polynucleotide sequence of SEQ ID 
NO:X and/or the polynucleotide sequence contained in the cDNA of a deposited 

1 5 clone, in a mammalian cell (e.g., COS cells, as desribed below). These polypeptides, 
and the polynucleotides encoding such polypeptides, are contemplated by the present 
invention. 

Polynucleotide and Polypeptide Variants 

20 The present invention is directed to variants of the polynucleotide sequence 

disclosed in SEQ ID NO:X, the complementary strand thereto, and/or the cDNA 
sequence contained in a deposited clone. 

The present invention also encompasses variants of the polypeptide sequence 
disclosed in SEQ ID NO:Y and/or encoded by a deposited clone. 

25 "Variant" refers to a polynucleotide or'polypeptide differing from the 

polynucleotide or polypeptide of the present invention, but retaining essential 
properties thereof. Generally, variants are overall closely similar, and, in many 
regions, identical to the polynucleotide or polypeptide of the present invention. 
The present invention is also directed to nucleic acid molecules which 

30 comprise, or alternatively consist of, a nucleotide sequence which is at least 80%, 
85%, 90%, 95%, 96%, 97%, 98% or 99% identical to, for example, the nucleotide 
coding sequence in SEQ ID NO:X or the complementary strand thereto, the 



WO 01/55430 



71 



PCT/USOl/01431 



nucleotide coding sequence contained in a deposited cDNA clone or the 
complementary strand thereto, a nucleotide sequence encoding the polypeptide of 
SEQ ID NO:Y, a nucleotide sequence encoding the polypeptide encoded by the 
cDNA contained in a deposited clone, and/or polynucleotide fragments of any of 
these nucleic acid molecules (e.g., those fragments described herein). 
Polynucleotides which hybridize to these nucleic acid molecules under stringent 
hybridization conditions or lower stringency conditions are also encompassed by the 
invention, as are polypeptides encoded by these polynucleotides. 

The present invention is also directed to polypeptides which comprise, or 
alternatively consist of, an amino acid sequence which is at least 80%, 85%, 90%, 
95%, 96%, 97%, 98%, 99% identical to, for example, the polypeptide sequence ' 
shown in SEQ ID NO: Y, the polypeptide sequence encoded by the cDNA contained 
in a deposited clone, and/or polypeptide fragments of any of these polypeptides (e.g., 
those fragments described herein). 

By a nucleic acid having a nucleotide sequence at least, for example, 95% 
"identical" to a reference nucleotide sequence of the present invention, it is intended 
that the nucleotide sequence of the nucleic acid is identical to the reference sequence 
except that the nucleotide sequence may include up to five point mutations per each 
100 nucleotides of the reference nucleotide sequence encoding the polypeptide. In 
other words, to obtain a nucleic acid having a nucleotide sequence at least 95% 
identical to a reference nucleotide sequence, up to 5% of the nucleotides in the 
reference sequence may be deleted or substituted with another nucleotide, or a 
number of nucleotides up to 5% of the total nucleotides in the reference sequence may 
be inserted into the reference sequence. The query sequence may be an entire 
sequence shown inTable 1, the ORF (open reading frame), or any fragment specified 
as described herein. 

As a practical matter, whether any particular nucleic acid molecule or 
polypeptide is at least 80%, 85%, 90%, 95%, 96%, 97%, 98% or 99% identical to a 
nucleotide sequence of the presence invention can be determined conventionally 
using known computer programs. A preferred method for determining the best 
overall match between a query sequence (a sequence of the present invention) and a 
subject sequence, also referred to as a global sequence alignment, can be determined 
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using the FASTDB computer program based on the algorithm of Brutlag et al. (Comp. 
App. Biosci. 6:237-245(1990)). In a sequence alignment the query and subject 
sequences are both DNA sequences. An RNA sequence can be compared by 
converting U's to T's. The result of said global sequence alignment is in percent 
identity. Preferred parameters used in a FASTDB alignment of DNA sequences to 
calculate percent identiy are: Matrix=Unitary, k-tuple=4, Mismatch Penalty=l , 
Joining Penalty=30, Randomization Group Lengtb=0, Cutoff Score=l, Gap 
Penalty=5, Gap Size Penalty 0.05, Window Size=500 or the lenght of the subject 
nucleotide sequence, whichever is shorter. 

If the subject sequence is shorter than the query sequence because of 5' or 3' 
deletions, not because of internal deletions, a manual correction must be made to the 
results. This is because the FASTDB program does not account for 5' and 3' 
truncations of the subject sequence when calculating percent identity. For subject 
sequences truncated at the 5' or 3' ends, relative to the query sequence, the percent 
identity is corrected by calculating the number of bases of the query sequence that are 
5' and 3' of the subject sequence, which are not matched/aligned, as a percent of the 
total bases of the query sequence. Whether a nucleotide is matched/aligned is 
determined by results of the FASTDB sequence alignment This percentage is then 
subtracted from the percent identity, calculated by the above FASTDB program using 
the specified parameters, to arrive at a final percent identity score. This corrected 
score is what is used for the purposes of the present invention. Only bases outside the 
5' and 3' bases of the subject sequence, as displayed by the FASTDB alignment, 
which are not matched/aligned with the query sequence, are calculated for the 
purposes of manually adjusting the percent identity score. 

For example, a 90 base subject sequence is aligned to a 100 base query 
sequence to determine percent identity. The deletions occur at the 5' end of the 
subject sequence and therefore, the FASTDB alignment does not show a 
matched/ahgnment of the first 10 bases at 5' end. The 10 unpaired bases represent 
10% of the sequence (number of bases at the 5' and 3' ends not matched/total number 
of bases in the query sequence) so 10% is subtracted from the percent identity score 
calculated by the FASTDB program. If the remaining 90 bases were perfectly 
matched the final percent identity would be 90%. In another example, a 90 base 
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subject sequence is compared with a 100 base query sequence. This time the 
deletions are internal deletions so that there are no bases on the 5' or 3' of the subject 
sequence which are not matched/aligned with the query. In this case the percent 
identity calculated by FASTDB is not manually corrected. Once again, only bases 5' 
and 3' of the subject sequence which are not matched/aligned with the query sequence 
are manually corrected for. No other manual corrections are to made for the purposes 
of the present invention. 

By a polypeptide having an amino acid sequence at least, for example, 95% 
"identical" to a query amino acid sequence of the present invention, it is intended that 
the amino acid sequence of the subject polypeptide is identical to the query sequence 
except that the subject polypeptide sequence may include up to five amino acid 
alterations per each 100 amino acids of the query amino acid sequence. In other 
words, to obtain a polypeptide having an amino acid sequence at least 95% identical 
to a query amino acid sequence, up to 5% of the amino acid residues in the subject 
sequence may be inserted, deleted, (indels) or substituted with another amino acid. 
These alterations of the reference sequence may occur at the amino or carboxy 
terminal positions of the reference amino acid sequence or anywhere between those 
tenninal positions, interspersed either individually among residues in the reference 
sequence or in one or more contiguous groups within the reference sequence. 

As a practical matter, whether any particular polypeptide is at least 80%, 85%, 
90%, 95%, 96%, 97%, 98% or 99% identical to, for instance, an amino acid 
sequences shown in Table 1 (SEQ ID NO:Y) or to the amino acid sequence encoded 
by cDNA contained in a deposited clone can be determined conventionally using 
known computer programs. A preferred method for deterrning the best overall match 
between a query sequence (a sequence of the present invention) and a subject 
sequence, also referred to as a global sequence alignment, can be determined using 
the FASTDB computer program based on the algorithm of Brutlag et al. (Comp. App. 
Biosci. 6:237-245(1990)). In a sequence alignment the query and subject sequences 
are either both nucleotide sequences or both amino acid sequences. The result of said 
global sequence alignment is in percent identity. Preferred parameters used in a 
FASTDB amino acid alignment are: Matrix=PAM 0, k-tuple=2, Mismatch 
Penalty=l, Joining Penalty=20, Randomization Group Length=0, Cutoff Score=l, 



WO 01/55430 



PCT/US01/01431 



74 

Window Size=sequence length, Gap Penalty=5, Gap Size Penalty=0.05, Window 
Size=500 or the length of the subject amino acid sequence, whichever is shorter. 

If the subject sequence is shorter than the query sequence due to N- or C- 
tenninal deletions, not because of internal deletions, a manual correction must be 
made to the results. This is because the FASTDB program does not account for N- 
and C-terminal truncations of the subject sequence when calculating global percent 
identity. For subject sequences truncated at the N- and C-termini, relative to the 
query sequence, the percent identity is corrected by calculating the number of residues 
of the query sequence that are N- and C-terminal of the subject sequence, which are 
not matched/aligned with a corresponding subject residue, as a percent of the total 
bases of the query sequence. Whether a residue is matched/aligned is determined by 
results of the FASTDB sequence alignment. This percentage is then subtracted from 
the percent identity, calculated by the above FASTDB program using the specified 
parameters, to arrive at a final percent identity score. This final percent identity score 
is what is used for the purposes of the present invention. Only residues to the N- and 
C-termini of the subject sequence, which are not matched/aligned with the query 
sequence, are considered for the purposes of manually adjusting the percent identity 
score. That is, only query residue positions outside the farthest N- and C-terminal 
residues of the subject sequence. 

For example, a 90 amino acid residue subject sequence is aligned with a 100 
residue query sequence to determine percent identity. The deletion occurs at the N- 
terminus of the subject sequence and therefore, the FASTDB alignment does not 
show a matching/alignment of the first 10 residues at the N-terminus. The 10 
unpaired residues represent 10% of the sequence (number of residues at the N- and C- 
termini not matched/total number of residues in the query sequence) so 10% is 
subtracted from the percent identity score calculated by the FASTDB program. If the 
remaining 90 residues were perfectly matched the final percent identity would be 
90%. In another example, a 90 residue subject sequence is compared with a 100 
residue query sequence. This time the deletions are internal deletions so there are no 
residues at the N- or C-termini of the subject sequence which are not matched/aligned 
with the query. In this case the percent identity calculated by FASTDB is not 
manually corrected. Once again, only residue positions outside the N- and C-terminal 



WO 01/55430 



PCT/US01/01431 



75 

ends of the subject sequence, as displayed in the FASTDB alignment, which are not 
matched/aligned with the query sequnce are manually corrected for. No other manual 
corrections are to made for the purposes of the present invention. 

The variants may contain alterations in the coding regions, non-coding 
regions, or both. Especially preferred are polynucleotide variants containing 
alterations which produce silent substitutions, additions, or deletions, but do not alter 
the properties or activities of the encoded polypeptide. Nucleotide variants produced 
by silent substitutions due to the degeneracy of the genetic code are preferred. 
Moreover, variants in which 5-10, 1-5, or 1-2 amino acids are substituted, deleted, or 
added in any combination are also preferred. Polynucleotide variants can be produced 
for a variety of reasons, e.g., to optimize codon expression for a particular host 
(change codons in the human mRNA to those preferred by a bacterial host such as E. 
coli). 

Naturally occurring variants are called "allelic variants," and refer to one of 
several alternate forms of a gene occupying a given locus on a chromosome of an 
organism. (Genes n, Lewin, B., ed., John Wiley & Sons, New York (1985).) These 
allelic variants can vary at either the polynucleotide and/or polypeptide level and are 
included in the present invention. Alternatively, non-naturally occurring variants may 
be produced by mutagenesis techniques or by direct synthesis. 

Using known methods of protein engineering and recombinant DNA 
technology, variants may be generated to improve or alter the characteristics of the 
polypeptides of the present invention. For instance, one or more amino acids can be 
deleted from the N-tenninus or C-terminus of the secreted protein without substantial 
loss of biological function. The authors of Ron et al., J. Biol. Chem. 268: 2984-2988 
(1993), reported variant KGF proteins having heparin binding activity even after 
deleting 3, 8, or 27 amino-terminal amino acid residues. Similarly, Interferon gamma 
exhibited up to ten times higher activity after deleting 8-10 amino acid residues from 
the carboxy tenninus of this protein. (Dobeli et al., J. Biotechnology 7:199-216 
(1988).) 

Moreover, ample evidence demonstrates that variants often retain a biological 
activity similar to that of the naturally occurring protein. For example, Gayle and 
coworkers (J. Biol. Chem 268:22105-221 11 (1993)) conducted extensive mutational 
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analysis of human cytokine IL-la. They used random mutagenesis to generate over 
3,500 individual IL-1 a mutants that averaged 2.5 amino acid changes per variant over 
the entire length of the molecule. Multiple mutations were examined at every 
possible amino acid position. The investigators found that »[m]ost of the molecule 
5 could be altered with little effect on either [binding or biological activity]." (See, 
Abstract.) In fact, only 23 unique amino acid sequences, out of more than 3,500 
nucleotide sequences examined, produced aprotein that significantly differed in 

activity from wild-type. 

Furthermore, even if deleting one or more amino acids from the N-terminus or 
10 C-terminus of a polypeptide results in modification or loss of one or more biological 
functions, other biological activities may still be retained. For example, the ability of 
a deletion variant to induce and/or to bind antibodies which recognize the secreted 
form will likely be retained when less than the majority of the residues of the secreted 
form are removed from the N-terminus or C-terminus. Whether a particular 
1 5 polypeptide lacking N- or C-terminal residues of a protein retains such immunogenic 
activities can readily be determined by routine methods described herein and 
otherwise known in the art. 

Thus, the invention furiher includes polypeptide variants which show 
substantial biological activity. Such variants include deletions, insertions, 
20 inversions, repeats, and substitutions selected according to general rules known in the 
art so as have little effect on activity. For example, guidance concerning how to make 
phenotypically silent amino acid substitutions is provided in Bowie et al., Science 
247:1306-1310 (1990), wherein the authors indicate that there are two main strategies 
for studying the tolerance of an amino acid sequence to change. 
25 The first strategy exploits the tolerance of amino acid substitutions by natural 

selection during the process of evolution. By comparing amino acid sequences in 
different species, conserved amino acids canbe identified. These conserved amino 
acids are likely important for protein function. In contrast, the amino acid positions 
where substitutions have been tolerated by natural selection indicates . that these 
30 positionsarenotcriticalforprotemfunction. Thus, positions tolerating amino acid 
substitution could be modified while still mamtaining biological activity of the 
protein. 
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The second strategy uses genetic engineering to introduce amino acid changes 
at specific positions of a cloned gene to identify regions critical for protein function 
For example, site directed mutagenesis or alanme-scanning mutagenesis (introduction 
of single alanine mutations at every residue in the molecule) can be used. 
(Cunningham and Wells, Science 244:1081-1085 (1989).) The resulting mutant 
molecules can then be tested for biological activity. 

As the authors state, these two strategies have revealed that proteins are 
surprisingly tolerant of amino acid substitutions. The authors further indicate which 
ammo acid changes are likely to be permissive at certain amino acid positions in the 
protem. For example, most buried (within the tertiary structure of the protein) amino 
acid residues require nonpolar side chains, whereas few features of surface side chains 
are generally conserved. Moreover, tolerated conservative amino acid substitutions 
involve replacement of the aliphatic or hydrophobic amino acids Ala, Val, Leu and 
He; replacement of the hydroxyl residues Ser and Thr; replacement of the acidic 
residues Asp and Glu; replacement of the amide residues Asn and Gin, replacement of 
the basic residues Lys, Arg, and His; replacement of the aromatic residues Phe, Tyr 
and Tip, and replacement of the small-sized amino acids Ala, Ser, Thr, Met, and Gly 
Besides conservative amino acid substitution, variants of the present invention 
mclude (i) substitutions with one or more of the non-conserved amino acid residues 
where the substituted amino acid residues may or may not be one encoded by the ' 
genetic code, or (ii) substitution with one or more of amino acid residues having a 
substituent group, or (iii) fusion of the mature polypeptide with another compound 
such as a compound to increase the stability and/or solubility of the polypeptide (for 
example, polyethylene glycol), or (iv) fusion of the polypeptide with additional amino 
acids, such as, for example, an IgG Fc fusion region peptide, or leader or secretory 
sequence, or a sequence facilitating purification or (v) fusion of the polypeptide with 
another compound, such as albumin (including, but not limited to, recombinant 
albumin (see, e.g., U.S. Patent No. 5,876,969, issued March 2, 1999, EP Patent 0 413 
622, and U.S. Patent No. 5,766,883, issued June 16, 1998, herein incorporated by 
reference m their entirety)). Such variant polypeptides are deemed to be within the 
scope of those skilled in the art from the teachings herein. 
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For example, polypep* — "*» "* " , . 

^^vedcharaceristics^chastoa^gation. AggregaUonof 

5 aggregated ogemcactivHy. (^^,^^. — 2.331-340 
(,967)- Robbins « al, Diabaes 36: 838-845 (1987); Clelanrt at a!., Cm, Rev. 
TharapauticDtugCarriarSystem, 10:307-377 (1993).) 

A farther embodiment of Ore invention rela.es to a polypept.de winch 
ooo.priaaadroa^oaoidseooencoofdraprese.t — 
„ s e a oLw U oboo n ^a, 1 easto n e^oaoidsob S d f udoo,bu,no tm o K *a n5 0 
2. aoidaubsObadoos.cvenmorepretoMy.no.mo.draoAOa.mno aerd 

„ to^ana^oaddaa^^c^aea^^o^d^eome 

preseo.mveoUon.v.biohoon^a.tetooe^a.no.moretoW 9,8 7AM, , 

a^ons, *rd)or delebons in dr. amino aoid se^ence of Ore present mv^on 
. _i thereof (,g., Ore mahne fbnn and/or other fragments deseed heretn), 
20 1-5 S-,0, 5-25, 5-50, 10-50 or 50-150, conserve amino aeid substtutrons sra 
preferable. 

P aai r lontide and P^TT** 1 * ^ agmepts 

25 polynucleotides of the invention. 

.ntopresen.invenaon.a-polynncleotideiragment-refersbaashort 

ad^sitedo.on.orencndingd.epolywbdeen^edbyU.eaDm.nadepo^ 
c^isaporrtonoftotsho^taSEQ^NOXordrecomplemen^sband 

Lo-Y. lt enuc,eobde ft ag m en t sofd«inv«nbona I epreferab.ys,.eaa,abonn 
^^p^ly-.aaa.^u.iOn.stin^pre.enblya.leaa.abo^aOn, 
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* or m ,ea* about ,50 n, in tagth. A ^ .„ ^ „ M ^ „ 

50, 150,500, SOO^OOOnwleolid^arepreferrei 

' invent, ^7 ~ atiV ° ° f <~ of the 

**V~*m*mml*M. m * K H 0kaMK 101 . 150 15I . 20o ... 
25.-300, 30,-350, 35,-400, 40,-450, 45,-500, 50,-550, 55,-o0 n Z 

5,-300, S00-S50, S5,,00, 90..50, 9Sl ,000, ,O0, I0 5„, M^ZS 
.-,200, ^,-,250, , 2 5,-,3„0, ,30,-,350, ,35,-,400, 140M45 , ^ 
.50M550, ,55,-,600, ,o0,-,650, ,65,-,700, ,70,-,750 ,75, 8 „ 11 

- m p !a n mteystraidtheiet0)0rlhecDNAcontataedfa 

pITT J } ^ a ' temta « or ft both tennini. 

IXWfc these fagots mcode a p ^ MBfc wb . ch 

^^^^^^^cacid^es^ 
s^genthybntota Mnditioos oHowera^eneyeonditionsare afco 

b. the pre™, .ovend™, a >Iypepdde fc,^,. refers 
= b,c^epo rti o n „ flWron ^ taSEQroNO:yor » 
- a deposited Cone. Protein (po^ ^ ^ 

ptr:2 c T"^ i, ^ po,wep,ideofwMto ^^^ 

of potypepnde ftagn**, of me fe , 
— 6 or ah^y eonaisdog « fem abou , ^ ^ ^ ^ 
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« .0 61 80 81-100 102-120, 121-140, 141-160, or 161 to the end of the coding 
100 nO.WO.mUO.orlSO^aoid.m.engft. Infciscontex, about 
^eroyseve^CM.^oxOamino.dd.^teex.^e.ra,^^ 

^ ta FnAerpreferredP^eptide inelnde Ore 

dde^.lomtheo^xy^oftesecr^pro.einorma.urefcnn. 
, preferred. SMlariy, polynncfcotidea encoding these pelade .ragnrents are also 

^orfcnrtional domains, such as *agnren te Oral eompriaealpha-heUx and 

Po^nde^en^ofSEQIDNO-.YfaUnrgwitoconserveddomanra^ 

25 enajdingthesedomahisarealsoeontemplated. 

^pr^po.ype^eir^-bio.ogic^yac.weSa^ 

^^anac^ofnrepolypepadeofnaepreaentinvennon.The^ 
^of^e^nrayinelndeanirnproveddeanedae^.orade^ 
,0. Li*-** Pol^el^erreoding^po^deftagnrenlaarealso 

encompassed by the invention. 
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chromato^hy, protein afBnity chromatography, and affinity blottmg. See 
em = rall y,PhMo ky ,E,o«aUl» 5 .Mtc ro hio 1 . ECT .59:94- 1 23. hraaother 

embodiment, physiotogica. currela.es of binding of apo.ypeptide of the —to 
iBs«bsrrates(signaltransdtiction)ca n beassayed. 
5 toaddita.asaayadesonoadh^inCsoaExamp^ando^aknowBm 

teartnrayrouUnclyb.app.iedto^theabm^ofpoly^ndesof.he 
M. and fragments, variants derivatives and analogs tirereof to *« re.a*d 

Lv^Odrorrne^odawinho^todaosmedardsanandare^drescopo 
10 of the invention. 

Epitopes and Antibodies 

The present invention encompasses polypeptides eompnsmg, or alternahvely 
c^.tanepi^eof^polypepdd.havnrg^anrtoaoidae^eaofSEQID 

15 NOiY.oxanepitope of the peptide saptence encoded by a po.ynuoleohde 
' ^uenceconuWinATCCdepositNo.Z or encoded b, a polynnoieohde that 
hybridizes to the complement of the sequence of SEQ IT> NO:X or contained in 
ATCC deposit No. Z tinder shingen. hybridization conditions or lower stnngency 

20 pcynncleotidea^enceaenccdinganepimpeofa polypeptide aet^ce of d« 
invention (such as, for example, the sequence disclosed in SEQ ID NO:X), 

,„ me complementary sband under stringent hybridization conditions or lower 

25 stringency hybridization conditions denned supra. 

^L-^-aar^hereu.r^mportionaofapo^havmg 

aatig^c „ ti mmunogemcactiv it ym m animal,pre fe rablyamammal,andmos. 
prefemblytaahuman. In aprefened embodiment, the present invenhon 

30 encodingdnspolypeptide. An "unmunogenic epitope," as used 

aport onofapmtem^e»citsa»an D body .sponaeman annua., aa 
Jy^lmovmmmeart.mrexamp.e.bymememodsforgenerabnganbbodtes 
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toermmed by any method we „ fa ft -__„,..«.. 

( S «.«*.Houai, en ,p roc . NaaAcad Sc 
10 ftabar described in U.S. Pa,™ No . 4>631>21 „ 5 " 5 ° 985) - 

10,15, 20, 25, 30, 35, 40, 45, 50, 55, 60, 65, 70, 75, SO, 85 90 95 m 100 

25 a^od^'?"" examp,, ,„ tod „ce 

*i4,andBittleetaL, J. Gen. Virol. 66:2347-2354 fl 9*v p. r ^ 

30 combination of two three f m „ « y 

OIWO »^four,fiveormoreoftfaeseinmiunogeniceD,W e tk 
polypeptides comprising one or more it™,™ • g ^ PeS " ^ 

eliciting an t J, more rmmunogemc epitopes may be presented for 

eucitmgan ^m*^^^^^^^^ 
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an animal system (such as rabbit or mouse), or, if the polypeptide is of sufficient 
length (at least about 25 amino acids), the polypeptide may be presented without a 
carrier. However, immunogenic epitopes comprising as few as 8 to 10 amino acids 
have been shown to be sufficient to raise antibodies capable of binding to, at the very 
least, linear epitopes in a denatured polypeptide (e.g., in Western blotting). 

Epitope-bearing polypeptides of the present invention may be used to induce 
antibodies according to methods well known in the art including, but not limited to, 
m vivo immunization, in vitro immunization, and phage display methods. See,e.g., 
Sutchffeetal., supra; Wilson et al., supra, and Bittle et al., J. Gen. Virol., 66:2347- 
2354(1985). If in vivo immunization is used, animals may be immunized with free 
peptide; however, anti-peptide antibody titer may be boosted by coupling the peptide 
to a macromolecular carrier, such as keyhole limpet hemacyanin (KLH) or tetanus 
toxoid. For instance, peptides containing cysteine residues may be coupled to a 
carrier using a linker such as maleimidobenzoyl- N-hydroxysuccinimide ester (MBS), 
while other peptides may be coupled to carriers using a more general Unking agent 
such as glutaraldehyde. Animals such as rabbits, rats and mice are immunized with 
either free or carrier- coupled peptides, for instance, by intraperitoneal and/or 
intradermal injection of emulsions containing about 100 ug of peptide or carrier 
protein and Freund's adjuvant or any other adjuvant known for stimulating an 
20 immune response. Several booster injections may be needed, for instance.at 

intervals of about two weeks, to provide a useful titer of anti-peptide antibody which 
can be detected, for example, by ELISA assay using free peptide adsorbed to a solid 
surface. The titer of anti-peptide antibodies in serum from an immunized animal may 
be increased by selection of anti-peptide antibodies, for instance, by adsorption to the 
peptide on a solid support and elution of the selected antibodies according to methods 

well known in the art. 

As one of skill in the art will appreciate, and as discussed above, the 
polypeptides of the present invention (e.g., those comprising an immunogenic or 
antigenic epitope) can be fused to heterologous polypeptide sequences. For example, 
30 polypeptides of the present invention (including fragments or variants thereof), may 
be fused with the constant domain of immunoglobulins (IgA, IgE, IgG, IgM), or 
portions thereof (CHI, CH2, CH3, or any combination thereof and portions thereof, 
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resulting in chimeric polypeptides. By way of another non-limiting example 
polypeptides and/or antibodies of thepresent invention (including fragments or 
vanants thereof) may be fused with albumin (including but not limited to recombinant 
human serum albumin or fragments or variants thereof (see, e.g., U.S. Patent No 
5 5,876,969, issued March 2, 1999, EP Patent 0 413 622, and U.S. Patent No 

5,766,883, issued June 16, 1998, herein incorporated by reference in their entirety)) 
In a preferred embodiment, polypeptides and/or antibodies of the present invention 
(mcludmg fragments or variants thereof) are fused with the mature form of human 
serum albumin (i.e., amino acids 1 - 585 of human serum albumin as shown in 
10 Frgures 1 and 2 of EP Patent 0 322 094) winch is herein incorporated by reference in 
its entirety. In another preferred embodiment, polypeptides and/or antibodies of the 
present invention (including fragments or variants thereof) are fused with polypeptide 
fragments comprising, or alternatively consisting of, amino acid residues 1-z of 
human serum albumin, where z is an integer from 369 to 41 9, as described in U S 
15 Patent 5,766,883 herein incorporated by reference in its entirety. Polypeptides and/or 
antibody of the present invention (including fragments or variants thereof) may be 
fused to either the N- or C-terminal end of the heterologous protein (e.g., 
immunoglobulin Fc polypeptide or human serum albumin polypeptide) ' 
Polynucleotides encoding fusion proteins of the invention are also encompassed by 
20 the invention. 

Such fusion proteins may facilitate purification and may increase half-life in 
vivo. Thzshasbeen shown for chimeric proteins consisting of the first two domains 
of the human CD4-polypeptide and various domains of the constant regions of the 
heavy or hght chains of mammalian immunoglobulins. See, eg EP 394 827- 
Traunecker et al., Nature, 331:84-86 (1988). Enhanced delivery of an antigen 'across 
the eprthehal barrier to the immune system has been demonstrated for antigens (e g 
msuhn) conjugated to an FcRn binding partner such as IgG or Fc fragments (see e g 
PCT Publications WO 96/22024 and WO 99/04813). IgG Fusion proteins that have 
a chsulfide-linked dimeric structure due to the IgG portion desulfide bonds have also 
been found to be more efficient in binding and neutralizing other molecules than 
monomeric polypeptides or fragments thereof alone. See, e.g., Fountoulakis et al J 
Brochem.,270:3958-3964(1995). Nucleic acids encoding the above epitopes can ' ' 
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rt:rrrrrs:r A ;~. 

„ ^l^r^o^se^^b^^^- 

be^vdyeluted^Wdazo^aimngbufre.. 

Agonal teionproteteof^mvenrionmaybegenetatrfteoogb 

(collectively referred to as DNA shuffling")- ^"^^to 
♦•^ e ««. oeneraUy,U.S. Patent Nos. 5,605,793, :>,»ii*» > 
o n , —265 76 (1999); and Lorenzo and Blasco, Biotechmques 24(2).308- 13 

domains, fragments, etc. of one or more heterologous molecules. 
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toeroloaous polypeptide or solid support manual. See, e.g,K-iP 
" — ; WO ,1/00*0-, WO 92/05793; Tu«, . al, I. — 
93/17715, wuv 4,925,648; 5,573,920; 

0 147:60-69 (1991); U.S. Patent Nos. 4,474,893, 4,m,o , 
5 601 819' Kostelny et a!., J- Immunol. 148;1547-1553 (1992). 
5> 6 • LLesofOropreseut— n»y be descnbed or apeoine™ of 

. r^iu-^^^^^T^oT^m 

^ •„ .a hv N-terminal and C-tenmnal positions, by size in 

contiguous annno acid resiaues, or h&i 

• um^ntideofthe present invention may also be 

^erificallv bind any epitope or polypeptide ottnepresc 

po^dos of me presen, — aud auowa »r mo oxo.us.on of ft. « 

Antibomesurardonotbindanyotbe, -08, 
^orhomo^ofapolypopUdoofuroproaautruveunon ~»*~ 
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>■ « well as antibodies that recognize the 
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is forbiological activities comprising the specinc moiogi 

• «,.,»t ten PCT pubtanon WO 96/40281, u.».rai 
methodsknowninureart. !>ee,e.g.,r<-" i- , r. 

, th W«vl981-198S(1998);Chenetal.,CancerRes. 
5,811,097; Deng et al., Blood 92(6).1981 19881 fi g) au 

58(16):3668-3678 (1998); Hanop et al., J- Immunol. 161(4).1786 179 • ) 
2 „ et a,,C a nce I Re S . 5 8(.5):3209-3 2 14(1998);Yoone,a 1 ., J . — >W>.3170 

^79(1998)^^1.00.1.80. «UW^09««-*-^ 

, vr^ods 205(2)177-190 (1997); Uantard et al, Cytotane 9(4).233-241 
Immunol. Methods *> 5 ( 2 >" 7 (19 97);T«ryman et al., 

lommv.no andm ^ quaUtan vely and qnannlanvely meaaunng 

30 antibodies have use m immunoassays lor q . te ., 
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potentially useful human adjuvants such as BCG (bacille Calmette-Guenn) and 
corynebacterium parvum. Such adjuvants are also well known in the art 

Monoclonal antibodies can be prepared using a wide variety of techniques 
known in the art including the use of hybridoma, recombinant, and phage display 
5 technologies^racombinationthereof. For example, monoclonal antibodies can be 
produced using hybridoma techniques including those known in the art and taught, 
for example, inHarlow et al., Antibodies: A Laboratory Manual, (Cold SpringHarbor 
Laboratory Press, 2nd ed. 1988); Hammerling, et al., in: Monoclonal Antibodies and 
T-CellHybridomas 563-681 (Elsevier, N.Y., 1981) (said references incorporated by 
10 referenceintheir entireties). The term "monoclonal antibody" as used herein is not 
limited to antibodies produced through hybridoma technology. The term 
"monoclonal antibody refers to an antibody that is derived from a single clone, 
mcludmganyeukaryo^^ 

is produced. , 

Methods for producing and screening for specific antibodies using hybridoma 
technology are routine and well known in the art and are discussed in detail in the 
Examples (e.g., Example 16). In anon-limiting example, mice can be immumzed 
with a polypeptide of the invention or a cell expressing such peptide. Once an 
immune response is detected, e.g., antibodies specific for the antigen are detected m 
the mouse serum, the mouse spleen is harvested and splenocytes isolated. The 
splenocytes are then fused by well known techniques to any suitable myeloma cells, 
for example cells from cell line SP20 available from the ATCC. Hybridomas are 
selected and cloned by limited dilution. The hybridoma clones are then assayed by 
methods known in the art for cells that secrete antibodies capable of binding a 
25 polypeptide of the invention. Ascites fluid, which generally contains high levels of 
antibodies, canbe generatedby immunizing mice with positive hybridoma clones. 

Accordingly, the present invention provides methods of generating 
monoclonal antibodies as well as antibodies produced by the method comprising 
culturing a hybridoma cell secreting an antibody of the invention wherein, preferably, 
30 thehybridomaisgeneratedbyfusingsplenocytes isolated from a mouse immumzed 
witii an antigen of the invention with myeloma cells and then screening the 
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able to bind a polypeptide of the invention. 

^^^^whiehrecosnizespecifleepitopeantaybegenetatedby 
taown techniques. For example, Fab and W ftagmenfc of the invention may be 
prodnced byprotoolytic eieavageof in^unoglobulin molecuies, nsing enzymes snob 
- papant (to produce Fab fagmenta) or pepsin (to produce F W 2 ftagmeots) 

CHI domain of the heavy chain. 

^^''-^^asofaepreaentinventioncanalaobegenerated 
»-««t-ifhp«Mv-**tam.h». - , taphagedisplaymethods 
ftncbonal antibody domains a. displayed on the surface of phage particles which 
^the^ynue^dea^n^^,,,,^ fa a^c 0 l ara nhodhnen tench 
Paaeec^beufiHzedtodisp^anfige.bMng d^^,^ , 
»-mbn,a,„na.andbody 1 ibrary(,g,hu ffl anor m n ri ne,. Phage expressing an 
anttgenbntdingdotnainthatbindsnte anHgen of interest en be se.ec.ed or identified 
wtti. antigen, e.g, using labeled antigen or antigen ^ or captllred , 0 „ ^ 
surfacoorbead Phage used in these methods are typicafiy filamentous phage 
ntcludrng fd and M13 binding domains expressed fiom phage with Fab Fv or 

WWU 'vanti^yd.nnainarecombinantiyfi^.oei.her.hephage 
ge^morgenevmprotein. Examples ofphagedisp,aymemoda ma. can be used to 
make *-^<^»ta« ta ,^ ta4ta|lll-hMta- 
al J hnnrunol. Methods ,82:41-50 (1995); Ames e, a!., innruno,. Methods 

(1995); Kenfebotongh « a,., Eur. bununol. 24:952-953 (,994); Persic 

wZZ ° NO ' PCT/GB ' 1/01,34;PCT ' Wblica ' i< - WO90/02309; 

WO 9,/,0737; WO 92/0,047; WO 92/186,9; WO 93/, ,236; WO 95Z.5982- WO 

95/2040,; and U.S. PatentNos. 5,698,426; 5,223,409; 5,403,484; 5,580 7,7- ' 

5,821,047; 5,57, - 698; 5A27m ' * w 

5,« 8 ,727; 5,733,743 aod5,969,,08;each„fwhichiainco i pora.edheremby 
reference in its entirety. 

Aa described in the above references, afierphage aelection, fite antibody 

aoomgregionafiommephagecanbeisolatodandua^togenem.e whole antihodiea, 
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including human antibodies, or any other desired antigen binding fragment, and 
expressed in any desired host, including mammalian cells, insect cells, plant cells, 
yeast, and bacteria, e.g., as described in detail below. For example, techniques to 
recombinants produce Fab, Fab 1 and F(ab')2 fragments can also be employed using 
methods known in the art such as those disclosed in PCT publication WO 92/22324; 
Mullinax et al., BioTechniques 12(6):864-869 (1992); and Sawai et al., AJRI 34:26 : 
34 (1995); and Better et al., Science 240:1041-1043 (1988) (said references 
incorporated by reference in their entireties). 

Examples of techniques which can be used to produce single-chain Fvs and 
antibodies include those described in U.S. Patents 4,946,778 and 5,258,498; Huston 
et al., Methods in Enzymology 203:46-88 (1991); Shu et al., PNAS 90:7995-7999 
(1993); and SkerraetaL, Science 240:1038-1040 (1988). For some uses, including 
in vivo use of antibodies in humans and in vitro detection assays, it may be preferable 
to use chimeric, humanized, or human antibodies. A chimeric antibody is a molecule 
in which different portions of the antibody are derived from different animal species, 
such as antibodies having a variable region derived from a murine monoclonal 
antibody and a human immunoglobulin constant region. Methods for producing 
chimeric antibodies are known in the art. See e.g., Morrison, Science 229:1202 
(1985); Oi et al., BioTechniques 4:214 (1986); Gillies et al., (1989) J. Immunol. 
Methods 125:191-202; U.S. Patent Nos. 5,807,715; 4,816,567; and 4,816397, which 
are incorporated herein by reference in their entirety. Humanized antibodies are 
antibody molecules from non-human species antibody that binds the desired antigen 
having one or more complementarity determining regions.(CDRs) from the non- 
human species and a framework regions from a human immunoglobulin molecule. 
Often, framework residues in the human framework regions will be substituted with 
the corresponding residue from the CDR donor antibody to alter, preferably improve, 
antigen binding. These framework substitutions are identified by methods well 
known in the art, e.g., by modeling of the interactions of the CDR and framework 
residues to identify framework residues important for antigen binding and sequence 
comparison to identify unusual framework residues at particular positions. (See, e.g., 
Queen et al., U.S. Patent No. 5,585,089; Riechmann et al., Nature 332:323 (1988), 
which are incorporated herein by reference in their entireties.) Antibodies can be 
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humanized using a variety of techniques known in the art including, for example, 
CDR-grafting (EP 239,400; PCT publication WO 91/09967; U.S. Patent Nos. 
5,225,539; 5,530,101 ; and 5,585,089), veneering or resurfacing (EP 592,106; EP 
519,596; Padlan, Molecular Immunology 28(4/5):489-498 (1991); Studnicka et al., 
5 Protein Engineering 7(6):805-814 (1994); Roguska. et al., PNAS 91:969-973 (1994)), 
and chain shuffling (U.S. Patent No. 5,565,332). 

Completely human antibodies are particularly desirable for therapeutic 
treatment of human patients. Human antibodies can be made by a variety of methods 
known in the art including phage display methods described above using antibody 

1 0 libraries derived from human immunoglobulin sequences. See also, U.S. Patent Nos. 
4,444,887 and 4,716,1 1 1; and PCT publications WO 98/46645, WO 98/50433, WO 
98/24893, WO 98/16654, WO 96/34096, WO 96/33735, and WO 91/10741; each of 
which is incorporated herein by reference in its entirety. 

Human antibodies can also be produced using transgenic mice which are 

1 5 incapable of expressing functional endogenous immunoglobulins, but which can 
express human immunoglobulin genes. For example, the human heavy and light 
chain immunoglobulin gene complexes may be introduced randomly or by 
homologous recombination into mouse embryonic stem cells. Alternatively, the 
human variable region, constant region, and diversity region may be introduced into 

20 mouse embryonic stem cells in addition to the human heavy and light chain genes. 
The mouse heavy and light chain immunoglobulin genes may be rendered non- 
functional separately or simultaneously with the introduction of human 
immunoglobulin loci by homologous recombination. In particular, homozygous 
deletion of the JH region prevents endogenous antibody production. The modified 

25 embryonic stem cells are expanded and microinjected into blastocysts to produce 
chimeric mice. The chimeric mice are then bred to produce homozygous offspring 
which express human antibodies. The transgenic mice are immunized in the normal 
fashion with a selected antigen, e.g., all or a portion of a polypeptide of the invention. 
Monoclonal antibodies directed against the antigen can be obtained from the 

30 immunized, transgenic mice using conventional hybridoma technology. The human 
immunoglobulin transgenes harbored by the transgenic mice rearrange during B cell 
differentiation, and subsequently undergo class switching and somatic mutation. 
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Thus, using such a technique, it is possible to produce therapeutically useful IgG, IgA, 
IgM and IgE antibodies. For an overview of this technology for producing human 
antibodies, see Lonberg and Huszar, Int Rev. Immunol. 13:65-93 (1995). For a 
detailed discussion of this technology for producing human antibodies and human 
5 monoclonal antibodies and protocols for producing such antibodies, see, e.g., PCT 
publications WO 98/24893; WO 92/01047; WO 96/34096; WO 96/33735; European 
Patent No. 0 598 877; U.S. Patent Nos. 5,413,923; 5,625,126; 5,633,425; 5,569,825; 
5,661,016; 5,545,806; 5,814,318; 5,885,793; 5,916,771; and 5,939,598, which are 
incorporated by reference herein in their entirety. In addition, companies such as 
10 Abgenix, Inc. (Freemont, CA) and Genphaim (San Jose, CA) can be engaged to 

provide human antibodies directed against a selected antigen using technology similar 
to that described above. 

Completely human antibodies which recognize a selected epitope can be 
generated using a technique referred to as "guided selection." In this approach a 
15 selected non-human monoclonal antibody, e.g., a mouse antibody, is used to guide the 
selection of a completely human antibody recognizing the same epitope. (Jesperset 
al., Bio/technology 12:899-903 (1988)). 

Further, antibodies to the polypeptides of the invention can, in turn, be utilized 
to generate anti-idiotype antibodies that "mimic" polypeptides of the invention using 
20 techniques well known to those skilled in the art. (See, e.g., Greenspan & Bona, 
FASEB J. 7(5):437-444; (1989) and Nissinoff, J. Immunol. 147(8):2429-2438 
(1991)). For example, antibodies which bind to and competitively inhibit polypeptide 
multimerization and/or binding of a polypeptide of the invention to a ligand can be 
used to generate anti-idiotypes that "mimic" the polypeptide multimerization and/or 
25 binding domain and, as a consequence, bind to and neutralize polypeptide and/or its 
ligand. Such neutralizing anti-idiotypes or Fab fragments of such anti-idiotypes can 
be used in therapeutic regimens to neutralize polypeptide ligand. For example, such 
anti-idiotypic antibodies can be used to bind a polypeptide of the invention and/or to 
bind its ligands/receptors, and thereby block its biological activity. 

30 

* Polynucleotides Encoding Antibodies 
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The invention further provides polynucleotides comprising a nucleotide 
sequence encoding an antibody of the invention and fragments thereof. The 
invention also encompasses polynucleotides that hybridize under stringent or lower 
stringency hybridization conditions, e.g., as defined supra, to polynucleotides that 
5 encode an antibody, preferably, that specifically binds to a polypeptide of the 

invention, preferably, an antibody that binds to a polypeptide having the amino acid 
sequence of SEQ ID NO:Y. 

The polynucleotides may be obtained, and the nucleotide sequence of the 
polynucleotides determined, by any method known in the art. For example, if the 

10 nucleotide sequence of the antibody is known, a polynucleotide encoding the antibody 
may be assembled from chemically synthesized oligonucleotides (e.g., as described 
in Kutmeier et al., BioTechniques 17:242 (1994)), which, briefly, involves the 
synthesis of overlapping oligonucleotides containing portions of the sequence 
encoding the antibody, annealing and ligating of those oligonucleotides, and then 

1 5 amplification of the ligated oligonucleotides by PGR. 

Alternatively, a polynucleotide encoding an antibody may be generated from 
nucleic acid from a suitable source. If a clone containing a nucleic acid encoding a 
particular antibody is not available, but the sequence of the antibody molecule is 
known, a nucleic acid encoding the immunoglobulin may be chemically synthesized 
20 or obtained from a suitable source (e.g., an antibody cDNA library, or a cDNA library 
generated from, or nucleic acid, preferably poly A+ RNA, isolated from, any tissue 
or cells expressing the antibody, such as hybridoma cells selected to express an 
antibody of the invention) by PCR amplification using synthetic primers hybridizable 
to the 3' and 5' ends of the sequence or by cloning using an oligonucleotide probe 
25 specific for the particular gene sequence to identify, e.g., a cDNA clone from a 

cDNA library that encodes the antibody. Amplified nucleic acids generated by PCR 
may then be cloned into replicable cloning vectors using any method well known in 
the art. 

Once the nucleotide sequence and corresponding amino acid sequence of the 
30 antibody is determined, the nucleotide sequence of the antibody may be manipulated 
using methods well known in the art for the manipulation of nucleotide sequences, 
e.g., recombinant DNA techniques, site directed mutagenesis, PCR, etc. (see, for 
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example, the techniques described in Sambrook et al., 1990, Molecular Cloning, A 
Laboratory Manual, 2d Ed., Cold Spring Harbor Laboratory, Cold Spring Harbor, 
NY and Ausubel et al., eds., 1998, Current Protocols in Molecular Biology, John 
Wiley & Sons, NY, which are both incorporated by reference herein in their 
5 entireties ), to generate antibodies having a different amino acid sequence, for 
example to create amino acid substitutions, deletions, and/or insertions. 

In a specific embodiment, the amino acid sequence of the heavy and/or light 
chain variable domains may be inspected to identify the sequences of the 
complementarity determining regions (CDRs) by methods that are well know in the 
10 art, e.g., by comparison to known amino acid sequences of other heavy and light 
chain variable regions to determine the regions of sequence hypervariability. Using 
routine recombinant DNA techniques, one or more of the CDRs may be inserted 
within framework regions, e.g., into human framework regions to humanize a non- 
human antibody, as described supra. The framework regions may be naturally 
15 occurring or consensus framework regions, and preferably human framework regions 
(see, e.g., Chothia et al., J. Mol. Biol. 278: 457-479 (1998) for a listing of human 
framework regions). Preferably, the polynucleotide generated by the combination of 
the framework regions and CDRs encodes an antibody that specifically binds a 
polypeptide of the invention. Preferably, as discussed supra, one or more amino acid 
20 substitutions may be made within the framework regions, and, preferably, the amino 
acid substitutions improve binding of the antibody to its antigen. Additionally, such 
methods may be used to make amino acid substitutions or deletions of one or more 
variable region cysteine residues participating in an intrachain disulfide bond to 
generate antibody molecules lacking one or more intrachain disulfide bonds. Other 
25 alterations to the polynucleotide are encompassed by the present invention and within 
the skill of the art. 

In addition, techniques developed for the production of "chimeric antibodies" 
(Morrisonetal.,Proc.Natl.Acad.Sci.81:851-855(1984); Neuberger et al., Nature 
312:604-608 (1984); Takeda et al., Nature 314:452-454 (1985)) by splicing genes 
30 from a mouse antibody molecule of appropriate antigen specificity together with 

genes from a human antibody molecule of appropriate biological activity can be used. 
As described supra, a chimeric antibody is a molecule in which different portions are 



WO 01/55430 



PCT/USOl/01431 



99 



10 



15 



20 



25 



30 



derived from different animal species, such as those having a variable region derived 
from a murine mAb and a human immunoglobulin constant region, e.g., humanized 
antibodies. 

Alternatively, techniques described for the production of single chain 
antibodies (U.S. Patent No. 4,946,778; Bird, Science 242:423- 42 (1988); Huston et 
al., Proc. Natl. Acad. Sci. USA 85:5879-5883 (1988); and Ward et al., Nature 
334:544-54 (1989)) can be adapted to produce single chain antibodies. Single chain 
antibodies are formed by linking the heavy and light chain fragments of the Fv region 
via an amino acid bridge, resulting in a single chain polypeptide. Techniques for the 
assembly of functional Fv fragments in E. coli may also be used (Skerra et al., 
Science 242:1038- 1041 (1988)). 

Methods of Producing Antibodies 

The antibodies of the invention can be produced by any method known in the 
art for the synthesis of antibodies, in particular, by chemical synthesis or preferably, 
by recombinant expression techniques. 

Recombinant expression of an antibody of the invention, or fragment, 
derivative or analog thereof, (e.g., a heavy or light chain of an antibody of the 
invention or a single chain antibody of the invention), requires construction of an 
expression vector containing a polynucleotide that encodes the antibody. Once a 
polynucleotide encoding an antibody molecule or a heavy or light chain of an 
antibody, or portion thereof (preferably containing the heavy or light chain variable 
domain), of the invention has been obtained, the vector for the production of the 
antibody molecule may be produced by recombinant DNA technology using 
techniques well known in the art. Thus, methods for preparing a protein by 
expressing a polynucleotide containing an antibody encoding nucleotide sequence are 
described herein. Methods which are well known to those skilled in the art can be 
used to construct expression vectors containing antibody coding sequences and 
appropriate transcriptional and translational control signals. These methods include, 
for example, in vitro recombinant DNA techniques, synthetic techniques, and in vivo 
genetic recombination. The invention, thus, provides replicable vectors comprising a 
nucleotide sequence encoding an antibody molecule of the invention, or a heavy or 
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light chain thereof, or a heavy or light chain variable domain, operably linked to a 
promoter. Such vectors may include the nucleotide sequence encoding the constant 
region of the antibody molecule (see, e.g., PCT Publication WO 86/05807; PCT 
Publication WO 89/01036; and U.S. Patent No. 5,122,464) and the variable domain of 
5 the antibody may be cloned into such a vector for expression of the entire heavy or 
light chain. 

The expression vector is transferred to a host cell by conventional techniques 
and the transfected cells are then cultured by conventional techniques to produce an 
antibody of the invention. Thus, the invention includes host cells containing a 
10 polynucleotide encoding an antibody of the invention, or a heavy or light chain 

thereof, or a single chain antibody of the invention, operably linked to a heterologous 
promoter. In preferred embodiments for the expression of double-chained antibodies, 
vectors encoding both the heavy and light chains may be co-expressed in the host cell 
for expression of the entire immunoglobulin molecule, as detailed below. 
1 5 A variety of host-expression vector systems may be utilized to express the 

antibody molecules of the invention. Such host-expression systems represent 
vehicles by which the coding sequences of interest may be produced and subsequently 
purified, but also represent cells which may, when transformed or transfected with 
the appropriate nucleotide coding sequences, express an antibody molecule of the 
20 invention in situ. These include but are not limited to microorganisms such as 

bacteria (e.g., E. coli, B. subtilis) transformed with recombinant bacteriophage DNA, 
plasmid DNA or cosmid DNA expression vectors containing antibody coding 
sequences; yeast (e.g., Saccharomyces, Pichia) transformed with recombinant yeast 
expression vectors containing antibody coding sequences; insect cell systems 
25 infected with recombinant virus expression vectors (e.g., baculovirus) containing 
antibody coding sequences; plant cell systems infected with recombinant virus 
expression vectors (e.g., cauliflower mosaic virus, CaMV ; tobacco mosaic virus, 
TMV) or transformed with recombinant plasmid expression vectors (e.g., Ti plasmid) 
containing antibody coding sequences; or mammalian cell systems (e.g., COS, CHO, 
30 BHK, 293, 3T3 cells) harboring recombinant expression constructs containing 
promoters derived from the genome of mammalian cells (e.g., metallothionein 
promoter) or from mammalian viruses (e.g., the adenovirus late promoter, the 
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vaccinia virus 7.5K promoter). Preferably, bacterial cells such as Escherichia cob, 
and more preferably, eukaryotic cells, especially for the expression of whole 
recombinant antibody molecule, are used for the expression of a recombinant 
antibody molecule. For example, mammalian cells such as Chinese hamster ovary 
cells (CHO), in conjunction with a vector such as the major intermediate early gene 
promoter element from human cytomegalovirus is an effective expression system for 
antibodies (Foecking et al., Gene 45:101 (1986); Cockett et al., Bio/Technology 8:2 
(1990)). 

In bacterial systems, a number of expression vectors may be advantageously 
selected depending upon the use intended for the antibody molecule being expressed 
For example, when a large quantity of such a protein is to be produced, for the 
generation of pharmaceutical compositions of an antibody molecule, vectors which 
direct the expression of high levels of fusion protein products that are readily purified 
may be desirable. Such vectors include, but are not limited, to the E. coli expression 
vector pUR278 (Ruther et al., EMBO J. 2:1791 (1983)), in which the antibody coding 
sequence may be ligated individually into the vector in frame with the lac Z coding 
region so that a fusion protein is produced; pIN vectors (Inouye & Inouye, Nucleic 
Acids Res. 13:3101-3109 (1985); Van Heeke & Schuster, J. Biol. Chem. 24:5503- 
5509 (1989)); and the like. pGEX vectors may also be used to express foreign 
polypeptides as fusion proteins with glutathione S-transferase (GST). In general, such 
fusion proteins are soluble and can easily be purified from lysed cells by adsorption 
and binding to matrix glutathione-agarose beads followed by elution in the presence 
of free glutathione. The pGEX vectors are designed to include thrombin or factor Xa 
protease cleavage sites so that the cloned target gene product can be released from the 
GST moiety. 

In an insect system, Autographa cahfornica nuclear polyhedrosis virus 
(AcNPV) is used as a vector to express foreign genes. The virus grows in 
Spodopterafrugiperda cells. The antibody coding sequence may be cloned 
individuaUy into non-essential regions (for example the polyhedrin gene) of the virus 
and placed under control of an AcNPV promoter (for example the polyhedrin 
promoter). 
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In mammalian host cells, a number of viral-based expression systems may be 
utilized. In cases where an adenovirus is used as an expression vector, the antibody 
coding sequence of interest may be ligated to an adenovirus transcription/translation 
control complex, e.g., the late promoter and tripartite leader sequence. This chimeric 
5 gene may then be inserted in the adenovirus genome by in vitro or in vivo 

recombination. Insertion in a non- essential region of the viral genome (e.g., region 
El or E3) will result in a recombinant virus that is viable and capable of expressing 
the antibody molecule in infected hosts, (e.g., see Logan & Shenk, Proa Natl. Acad. 
Sci. USA 81:355-359 (1984)). Specific initiation signals may. also be required for 
10 efficient translation of inserted antibody coding sequences. These signals include the 
ATG initiation codon and adjacent sequences. Furthermore, the initiation codon 
must be in phase with the reading frame of the desired coding sequence to ensure 
translation of the entire insert. These exogenous translational control signals and 
initiation codons can be of a variety of origins, both natural and synthetic. The 
15 efficiencyofexpressionmaybeenhancedbythe inclusion of appropriate 

transcription enhancer elements, transcription terminators, etc. (see Bittner et al., 
Methods in Enzymol. 153:51-544(1987)). 

In addition, a host cell strain may be chosen which modulates the expression 
of the inserted sequences, or modifies and processes the gene product in the specific 
20 fashion desired. Such modifications (e.g., glycosylation) and processing (e.g., 
cleavage) of protein products may be important for the function of the protein. 
Different host cells have characteristic and specific mechanisms for the post- 
translational processing and modification of proteins and gene products. Appropriate 
cell fines or host systems can be chosen to ensure the correct modification and 
25 processingoftheforeignprotein expressed. To this end, eukaryotic host cells which 
possess the cellular machinery for proper processing of the primary transcript, 
glycosylation, and phosphorylation ofthe gene product maybe used. Such 
mammalian host cells include but are not limited to CHO, VERY, BHK, Hela, COS, 
MDCK, 293, 3T3, WI38, and in particular, breast cancer cell lines such as, for 
30 example, BT483, Hs578T, HTB2, BT20 and T47D, and normal mammary gland cell 
line such as, for example, CRL7030 and Hs578Bst. 
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For long-term, high-yield production of recombinant proteins, stable 
expression is preferred. For example, cell lines which stably express the antibody 
molecule may be engineered. Rather than using expression vectors which contain 
viral origins of replication, host cells can be transformed with DNA controlled by 
appropriate expression control elements (e.g., promoter, enhancer, sequences, 
transcription terminators, polyadenylation sites, etc.), and a selectable marker 
Following the introduction of the foreign DNA, engineered cells may be allowed to 
grow for 1-2 days in an enriched media, and then are switched to a selective media 
The selectable marker in the recombinant plasmid confers resistance to the selection 
and allows cells to stably integrate the plasmid into their chromosomes and grow to 
form foci which in turn can be cloned and expanded into cell lines. This method may 
advantageously be used to engineer cell lines which express the antibody molecule 
Such engineered cell lines may be particularly useful in screening and evaluation of 
compounds that interact directly or indirectly with the antibody molecule. 

A number of selection systems may be used, including but not limited to the 
herpes simplex virus thymidine kinase (Wigler et al., Cell 11:223 (1977)), 
hypoxantWne-guanmepho^^^ Proc Nafl 

Acad. Sci. USA 48:202 (1992)), and adenine phosphoribosyltransferase (Lowy et al 
Cell 22:817 (1980)) genes can be employed in tk-, hgprt- or aprt- cells, respectively ' 
Also, antimetabolite resistance can be used as the basis of selection for the following 
genes: dhfr, which confers resistance to methotrexate (Wigler et al., Natl. Acad Sci 
USA 77:357 (1980); OHare et al., Proc. Natl. Acad. Sci. USA 78:1527 (1981))- gpt 
which confers resistance to mycophenolic acid (Mulligan & Berg, Proc. Natl. Acad.' 
Sci. USA 78:2072 (1981)); neo, which confers resistance to the aminoglycoside G- 
418 Clinical Pharmacy 12:488-505; Wu and Wu, Biotherapy 3:87-95 (1991)- 
Tolstoshev, Ann. Rev. Pharmacol. Toxicol. 32:573-596 (1993); Mulligan, Science 
260:926-932 (1993); and Morgan and Anderson, Am, Rev. Biochem. 62191-217 
(1993); May, 1993, TTB TECH 1 1(5):155-215); and hygro, which confers resistance 
tohy g romycin(Santerreetal.,Gene 30:147(1984)). Methods commonly known in 
the art of recombinant DNA technology may be routinely applied to select the desired 
recombmant clone, and such methods are described, for example, in Ausubel et af 
(eds.), Current Protocols in Molecular Biology, John Wiley & Sons, NY (1993)- 
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Kriegler Gene Transfer and Expression, A Laboratory Manual, Stockton Press, NY 
(1990)- and in Chapters 12 and 13, Dracopoli et al. (eds), Current Protocols m 
Human Genetics, John Wiley & Sons, NY (1994); Colberre-Garapin et al., J. Mol. 
Biol 150:1 (1981), which are incorporated by reference herein in their entireties. 
5 The expression levels of an antibody molecule can be increased by vector 

amplification (for a review, see Bebbington and Hentschel, The use of vectors based 
on gene amplification for the expression of cloned genes inmammahan cells in DNA 
cloning, Vol.3 . (Academic Press, New York, 1987)). When a marker in the vector 
system expressing antibody is amphfiable,mcreasem me level of inMbitor present m 
• 10 cultureofhostcellwiUincreasethe numberof copies of the marker gene. Smcethe 
amplified region is associated with the antibody gene, production of the antibody will 
also increase (Crouse et al., Mol. Cell. Biol. 3:257 (1983)). 

The host cell may be co-transfected with two expression vectors of the 
invention, the first vector encoding a heavy chain derived polypeptide and the second 
15 vectorencodmgaUghtchainderivedpolypeptide. The two vectors may contain 
identical selectable markers which enable equal expression of heavy and light chain 
polypeptides. Alternatively, asingle vector may be used which encodes, and is 
capableofexpressing.bomheavyandlightchainpolypeptides. In such situations, 
the fight chain should be placed before the heavy chain to avoid an excess of toxic 
20 fieeheavychain(Proudfoot,Nature322:52(1986); Kohler, Proc. Natl. Acad. Sci. 
USA 77:2197 (1980)). The coding sequences for the heavy and light chains may 

comprise cDNA or genomic DNA 

Once an antibody molecule of the invention has been produced by an animal, 
chemically synthesized, or recombinantly expressed, it may be purified by any 
25 method known in the art for purification of an immunoglobulin molecule, for 

example, by chromatography (e.g., ion exchange, affinity, particularly by affinity for 
the specific antigen after Protein A and sizing column chromatography), 
centrifugation, differential solubility, or by any other standard technique for the 
purification of proteins. In addition, the antibodies of the present invention or 
30 fragments thereof can be fused to heterologous polypeptide sequences described 
herein or otherwise known in the art, to facilitate purification. 
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The present invention encompasses antibodies recombinant!, fused or 

toapolypepndeCorportron thereof; preferably at least 10,20, 30, 40, 50, 60 70 80 
Wm 100 ammo acids of .he polypeptide) ofthe present invention to generate fusion 
> proton*. A. fWon doe* not neeossarfy need to b. direct, bu,,nay occur .hmugh 

(orportton thereof, preferebly a, leas. ,0. 20, 30, 40, 50, 60, 70, 80, 90 or 100 amino 
a^oftheMypepud^ofthepr^tinvention. ^ 
"sedtotergeta.polypepndeaofthepresottinvenaontopardonlarc.H types, eia CT 

teanhbodtesapeoifloforparaodarcellsnrfacereceptera. Antibodies fcaed or 
conjugated to the polypeptides ofthe present invention may also be nsed in in vitro 

mnonooassays^porifloaaonmem^^ingmethodsknownintheart Seeeg 
Harbor e« al., supra, and PCT publication WO 93/21232; EP 439,095; Naramura er 
a... hnmuno!. Led. 39:91-99 (I 994); US. Pate,. 5,474,981; GiWes e. al., PNAS 
89:1428-1432 (1992); Fell e, al., ,. bnmunol. 146:2446-2452(199!), which are 
mcotporated by reference in their entireties. 

He present invention further includes compositions comprising the 
polypeptides of the present "Vention ftaed or conjugated to antibody domains other 
^^^■^^^^^^^ 
be fused or conjugated to an antibody Fc region, or portion .hereof. Tie antibody 
poreon fused to a polypeptide of toe presen. invention may comprise the constant 
regmn, hinge region, CHI domain, CH2 domain, and CH3 domain or any 

^onofwholedomainsorportio^toerenf.-rhepolypeptidesmayalaobe 
teedorconjngatedtome above antibody portions to fonn moltimers. Forexample 
Fo portions fused to the poiypeptides of the pre**,, ^ fom ^ ' 

IhrooghdisuMde bonding be^ean toe Fo portion, Higher mnltimenc fonns can be 
made by fusing the po lypeptides „ ^ ^ ^ ^ ^ 

m the art. See, e.g., US. PatentNos. 5,336,603; 5,622,929; 5,359,046; 5,349 053- 

o^!' 5 :" 2 * 46 ' * 3 ° 7 ' 434:EP 367,166; '^publications WO 96/04388; WO 
91/06570; Ashkenazi e. al., Proc. Nati. Acad. Sci. USA 88:10535-10539 (1991)- 
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a^eta. , ^o.. 154:5590-5600(1995); m dVil e ta 1 .,Proc. N a a .Ac ai Sc i . 

^t^su Pra , te epol W ^«s rffa8 -po ly pepMe, 

^ . * ft f ceo ID NO:Y may be fused or conjugated to 

theaboveantibodyporuonstomcreasethemvi ol tides 

useinimtnunoassaysusiBgme^odsknownmtheart. Furfrer,* ^ 

otnQEOIDNOYmaybefusedorconjugatedtolbeaboveanUboQy 

correspondmgtoSEQIDmY ^ describesclnm enc proteins 

portionstofacilitatepunficaton. One^ort ^ ^ 

10 consistmgofthefirsttwodomamsofthehumanCD^poiypep 

10 consisting or lisht chains of mammalian 

domainsoftheconstantregionsoftheheavyorUght 

. v r rcP 394827- Trauneckeretal., Nature 331.84-86(1^- 

heenfusedwithFcportionsforthe purpose of high-tnrougnput 
beenfusedwitn P Bennett et al., J. Molecular Recognition 8:52-58 

identify antagomsts of ML-5. (See,Benn 
25 a995 Y Johansonetal., J.Biol. Chen, 270:9459-9471 (1995). 

tagP rovidedinapQEvector(QIAGEN,Inc.,9 Asdescribedi n 
GentZ et,,Proc.Ka, 

bistidine provides for convenient purification of the fusion p 
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—Ufa P»«cadonh K W e ,b„ t a ren o lltaitedto>the . 1JA „ 
"wgnosncally to, for example, monitor the dewl™™ * 

P-tofacIimcaltestingprocedureto T entor P ro ^onofa tumor as 
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Thebinding affinity of an antibody to an antigen and the off-rate of an 
antibody-antigenmtera^ a ~ yB - ^ 

example of a competitive binding assay is a radioimmunoassay comprising the 
incubation of labeled antigen (e.g., 3H or 1251) with the antibody of interest m the 
presence of increasing amounts of unlabeled antigen, and the detection of the 
antibody bound to the labeled antigen. The affinity of the antibody of interest for a 
particular antigen and the binding off-rates can be determined from the data by 
scatchardplotanalysis. Competition with a second antibody cau also be determmed 
usingradioimmunoassays. In this case, the antigen is incubated with antibody of 
interest conjugated to a labeled compound (e.g., 3H or 1251) in the presence of 
increasing amounts of an unlabeled second antibody. 
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Therapeutic Uses 

The present invention is further directed to antibody-based therapies which 
involve aoministering antibodies of the invention to an animal, preferably a mammal, 
andmostpreferablyahuman, patient for treating one or moreofthe disclosed 
diseases, disorders, or conditions. Therapeutic compounds of the invention include, 
but are not limited to, antibodies of the invention (including fragments, analogs and 
derivatives thereof as described herein) andnucleic acids encoding antibodies of the 
invention (including fragments, analogs and derivatives thereof and anti-idiotypic 
antibodies as described herein). The antibodies of the invention can be used to treat, 
inhibit or prevent diseases, disorders or conditions associated with aberrant expression 
and/or activity of a polypeptide of the invention, including, but not limited to, any 
one or more of the diseases, disorders, or conditions described herein. The treatment 
and/or prevention of diseases, disorders, or conditions associated with aberrant 
expression and/or activity of a polypeptide of the invention includes, but is not 
limited to, alleviating symptoms associated with those diseases, disorders or 
conditions. Antibodies of the invention may be provided in pharmaceutical* 
acceptable compositions as known in the art or as described herein. 

A summary of the ways in which the antibodies of the present invention may 
be used therapeutically includes binding polynucleotides or polypeptides of the 
present invention locally or systemically in.the body or by direct cytotoxicity of the 
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30 Gene Therapy 

antibod.es or functional derivatives thereof, are administered to tie*, inhibit or 
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prevent a disease or disorder associated with aberrant expression and/or activity of a 
polypeptide of the invention, by way of gene therapy. Gene therapy refers to therapy 
performed by the administration to a subject of an expressed or expressible nucleic 
acid. In this embodiment of the invention, the nucleic acids produce their encoded 

5 protein that mediates a therapeutic effect. 

Any of the methods for gene therapy available in the art can be used according 
tothepresentinvention. Exemplary methods are described below. 

For general reviews of the methods of gene therapy, see Goldspiel et al., 
Clinical Pharmacy 12:488-505 (1993); Wu and Wu, Biotherapy 3:87-95 (1991); 

0 Tolstoshev, Ann. Rev. Pharmacol. Toxicol. 32:573-596 (1993); Mulligan, Science 
260:926-932 (1993); and Morgan and Anderson, Ann. Rev. Biochem. 62:191-217 
(1993); May, TIBTECH 11(5):155-215 (1993). Methods commonly known in the art 
of recombinant DNA technology which can be used are described in Ausubel et al. 
(eds.), Current Protocols in Molecular Biology, John Wiley & Sons, NY (1993); and 

15 Kriegler, Gene Transfer and Expression, A Laboratory Manual, Stockton Press, NY 

(1990). 

In apreferred aspect, the compound comprises nucleic acid sequences 
encoding an antibody, said nucleic acid sequences being part of expression vectors 
that express the antibody or fragments or chimeric proteins or heavy or light chains 
20 thereof in a suitable host. In particular, such nucleic acid sequences have promoters 
operably linked to the antibody coding region, said promoter being inducible or 
constitutive, and, optionally, tissue- specific. In another particular embodiment, 
nncleic acid molecules are used in which the antibody coding sequences and any other 
desired sequences are flanked by regions that promote homologous recombination at a 
25 desired site in the genome, thus providing for intrachromosomal expression of the 
antibody encoding nucleic acids (Roller and Smithies, Proc. Natl. Acad. Sci. USA 
86:8932-8935 (1989); Zijlstra et al., Nature 342:435-438 (1989). In specific 
embodiments, the expressed antibody molecule is a single chain antibody; 
alternatively, the nucleic acid sequences include sequences encoding both the heavy 
30 and light chains, or fragments thereof, of the antibody. 

Delivery of the nucleic acids into a patient may be either direct, in which case 
the patient is directly exposed to the nucleic acid or nucleic acid- carrying vectors, or 
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indirect, in which case, cells are first transformed with the nucleic acids in vitro then 
transplanted into the patient. These two approaches are known, respectively, as'in 
vivo or ex vivo gene therapy. 

Ina specific embodiment, the nucleic acid sequences are dkectiy administered 
m vivo, where it is expressed to produce the encoded product. This can be 
accomplished by any of numerous methods known in the art, e.g., by constructing 
them as part of an appropriate nucleic acid expression vector and adaninistering it so 
that they become intracellular, e.g., by infection using defective or attenuated 
retrovirus or other viral vectors (see U.S. Patent No. 4,980,286), or by direct 
10 mjection of naked DNA, or by use of microparticle bombardment (e.g., a gene gun- 
s' 0 ^ ^nt), or coa^^ ' 
• agents, encapsulation in liposomes, microparticles, or microcapsules or by 
administering them in linkage to a peptide which is known to enter the nucleus by 
^nistermgitmlinkagetoahga.dsubjecttor^ 

cell types specifically expressing the receptors), etc. In another embodiment, nucleic 
acrd-hgand complexes can be formed in which the ligand comprises a fusogenic viral 
pept.de to disrupt endosomes, allowing the nucleic acid to avoid lysosomal 
degradation. In yet another embodiment, the nucleic acid can be targeted in vivo for 
cell specific uptake and expression, by targeting a specific receptor (see, e g PCT 
Publications WO 92/06180; WO 92/22635; WO92/20316; W093/14188 WO 
93/2022 1). Alternatively, the nucleic acid can be introduced intracellularly and 
incorporated within host cell DNA for expression, by homologous recombination 
poller and Smithies, Proa Natl. Acad. Sci. USA 86:8932-8935 (1989); Zijlstra et al 
25 Nature 342:435-438 (1989)). 

In a specific embodiment, viral vectors that contains nucleic acid sequences 
encodmgan^bodyofmeinventionareused. For example, a retroviral vector can 
be used (see Miller et al., Meth. Enzymol. 217:581-599 (1993)). These retroviral 
vectors contain the components necessary for the correct packaging of the viral 
genomeandintegrationintothehostceUDNA. The nucleic acid sequences encoding 
the antrbody to be used in gene therapy are cloned into one or more vectors, which 
facrhtates delivery of the gene into apatient. More detail about retroviral vectors can 
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be found in Boesen et al., Biotherapy 6:291-302 (1994), which describes the use of a 
retroviral vector to deliver the mdrl gene to hematopoietic stem cells in order to 
make the stem cells more resistant to chemotherapy. Other references illustrating the 
use of retroviral vectors in gene therapy are: Clowes et al., J. Clin. Invest. 93:644- 
5 651 (1994); Kiem et al., Blood 83:1467-1473 (1994); Salmons and Gunzberg, Human 
Gene Therapy 4:12^-141 (1993); and Grossman and Wilson, Curr. Opin. in Genetics 
andDevel. 3:110-114 (1993). 

Adenoviruses are other viral vectors that can be used in gene therapy. 
Adenoviruses are especially attractive vehicles for delivering genes to respiratory 
10 epithelia. Adenoviruses naturally infect respiratory epithelia where they cause a mild 
disease. Other targets for adenovirus-based delivery systems are liver, the central 
nervous system, endothelial cells, and muscle. Adenoviruses have the advantage of 
being capable of infecting non-dividing cells. Kozarsky and Wilson, Current 
Opinion in Genetics and Development 3:499-503 (1993) present a review of 
15 adenovirus-based gene therapy. Boutet al., Human Gene Therapy 5:3-10(1994) 
demonstrated the use of adenovirus vectors to transfer genes to the respiratory 
epithelia of rhesus monkeys. Other instances of the use of adenoviruses in gene 
therapy can be found in Rosenfeld et al., Science 252:431-434 (1991); Rosenfeld et 
al., Cell 68:143- 155 (1992); Mastrangeli et al., J. Clin. Invest. 91:225-234 (1993); 
20 PCT Publication W094/12649; and Wang, et al., Gene Therapy 2:775-783 (1995). In 
a preferred embodiment, adenovirus vectors are used. 

Adeno-associated virus (AAV) has also been proposed for use in gene therapy 
(Walsh et al., Proc. Soc. Exp. Biol. Med. 204:289-300 (1993); U.S. Patent No. 
5,436,146). 

25 Another approach to gene therapy involves transferring a gene to cells in 

tissue culture by such methods as eiectroporation, lipofection, calcium phosphate 
mediated transfection, or viral infection. Usually, the method of transfer includes the 
transfer of a selectable marker to the cells. The cells are then placed under selection 
to isolate those cells that have taken up and are expressing the transferred gene. 

30 Those cells are then delivered to a patient. 

In this embodiment, the nucleic acid is introduced into a cell prior to 
administration in vivo of the resulting recombinant cell. Such introduction can be 
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carried out by any method known in the art, including but not limited to transfection, 
electroporation, microinjection, infection with a viral or bacteriophage vector 
containing the nucleic acid sequences, cell fusion, chromosome-mediated gene 
transfer, microcell-mediated gene transfer, spheroplast fusion, etc. Numerous 
techniques are known in the art for the introduction of foreign genes into cells (see, 
e.g., Loeffler and Behr, Meth. Enzymol. 217:599-618 (1993); Cohen et al, Meth. 
Enzymol. 217:618-644 (1993); Cline, Pharmac. Ther. 29:69-92m (1985) and may be 
used in accordance with the present invention, provided that the necessary 
developmental and physiological functions of the recipient cells are not disrupted 
The technique should provide for the stable transfer of the nucleic acid to the cell, so 
that the nucleic acid is expressible by the cell and preferably heritable and 
expressible by its cell progeny. 

The resulting recombinant cells can be delivered to a patient by various 
methods known in the art. Recombinant Wood cells (e.g., hematopoietic stem or 
progenitor cells) are preferably administered intravenously. The amount of cells 
envisioned for use depends on the desired effect, patient state, etc., and can be 
determined by one skilled in the art. 

Cells into which a nucleic acid can be introduced for purposes of gene therapy 
encompass any desired, available cell type, and include but are not limited to 
epithelial cells, endothelial cells, keratinocytes, fibroblasts, muscle cells, hepatocytes; 
blood cells such as Tlymphocytes, Blymphocytes, monocytes, macrophages, 
neutrophils, eosinophils, megakaryocytes, granulocytes; various stem or progenitor 
cells, in particular hematopoietic stem or progenitor cells, e.g., as obtained from bone 
marrow, umbilical cord blood, peripheral blood, fetal liver, etc. 

In a preferred embodiment, the cell used for gene therapy is autologous to the 

patient. 

In an embodiment in which recombinant cells are used in gene therapy, 
nucleic acid sequences encoding an antibody are introduced into the cells such that 
they are expressible by the cells or their progeny, and the recombinant cells are then 
administered in vivo for therapeutic effect. In a specific embodiment, stem or 
progenitor cells are used. Any stem and/or progenitor cells which can be isolated and 
maintained in vitro can potentially be used in accordance with this embodiment of 
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the present invention (see e.g. PCT Publication WO 94/08598; Stemple and 
Anderson, Cell 71:973-985 (1992); Rheinwald, Meth. Cell Bio. 21A:229 (1980); and 
Pittelkow and Scott, Mayo Clinic Proc. 61:771 (1986)). 

In a specific embodiment, the nucleic acid to be introduced for purposes of 
gene therapy comprises an inducible promoter operably linked to the coding region, 
such that expression of the nucleic acid is controllable by controlling the presence or 
absence of the appropriate inducer of transcription. 

Demonstration of Therapeutic or Prophylactic Activity 

The compounds or pharmaceutical compositions of the invention are 
preferably tested in vitro, and then in vivo for the desired therapeutic or prophylactic 
activity, prior to use in humans. For example, in vitro assays to demonstrate the 
therapeutic or prophylactic utility of a compound or pharmaceutical composition 
include, the effect of a compound on a cell line or a patient tissue sample. The effect 
of the compound or composition on the cell line and/or tissue sample can be 
determined utilizing techniques known to those of skill in the art including, but not 
limited to, rosette formation assays and cell lysis assays. In accordance with the 
invention, in vitro assays which can be used to determine whether administration of a 
specific compound is indicated, include in vitro cell culture assays in which a patient 
tissue sample is grown in culture, and exposed to or otherwise administered a 
compound, and the effect of such compound upon the tissue sample is observed. 

Therapeutic/Prophylactic Administration and Composition 

The invention provides methods of treatment, inhibition and prophylaxis by 
administration to a subject of an effective amount of a compound or pharmaceutical 
composition of the invention, preferably an antibody of the invention. In a preferred 
aspect, the compound is substantially purified (e.g., substantially free from 
substances that limit its effect or produce undesired side-effects). The subject is 
preferably an animal, including but not limited to animals such as cows, pigs, horses, 
chickens, cats, dogs, etc., and is preferably a mammal, and most preferably human. 

Formulations and methods of administration that can be employed when the 
compound comprises a nucleic acid or an immunoglobulin are described above; 
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additional appropriate formulations and routes of administration can be selected from 
among those described herein below. 

Various delivery systems are known and can be used to administer a 
compound of the invention, e.g., encapsulation in liposomes, microparticles, 
microcapsules, recombinant cells capable of expressing the compound, receptor- 
mediated endocytosis (see, e.g., Wu and Wu, J. Biol. Chem. 262:4429-4432 (1987)), 
construction of a nucleic acid as part of a retroviral or other vector, etc. Methods of 
introduction include but are not limited to intradermal, intramuscular, intraperitoneal, 
intravenous, subcutaneous, intranasal, epidural, and oral routes. The compounds or 
compositions may be administered by any convenient route, for example by infusion 
or bolus injection, by absorption through epithelial or mucocutaneous linings (e.g., 
oral mucosa, rectal and intestinal mucosa, etc.) and may be administered together 
with other biologically active agents. Administration can be systemic or local. In 
addition, it may be desirable to introduce the pharmaceutical compounds or 
compositions of the invention into the central nervous system by any suitable route, 
including intraventricular and intrathecal injection; intraventricular injection may be 
facilitated by an intraventricular catheter, for example, attached to a reservoir, such 
as an Ommaya reservoir. Pulmonary administration can also be employed, e.g., by 
use of an inhaler or nebulizer, and formulation with an aerosolizing agent. 

In a specific embodiment, it may be desirable to administer the pharmaceutical 
compounds or compositions of the invention locally to the area in need of treatment; 
this may be achieved by, for example, and not by way of limitation, local infusion 
during surgery, topical application, e.g., in conjunction with a wound dressing after 
surgery, by injection, by means of a catheter, by means of a suppository, or by means 
of an implant, said implant being of a porous, non-porous, or gelatinous material, 
including membranes, such as sialastic membranes, or fibers. Preferably, when 
administering a protein, including an antibody, of the invention, care must be taken to 
use materials to which the protein does not absorb. 

In another embodiment, the compound or composition can be delivered in a 
vesicle, in particular a liposome (see Langer, Science 249:1527-1533 (1990); Treat et 
al., in Liposomes in the Therapy of Infectious Disease and Cancer, Lopez-Berestein 
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and Fidler (eds.), Liss, New York, pp. 353- 365 (1989); Lopez-Berestein, ibid., pp. 
317-327; see generally ibid.) 

In yet another embodiment, the compound or composition can be deUvered in 
a controlled release system. In one embodiment, a pump may be used (see Langer, 

5 supra; Sefton, CRC Crit. Ref. Biomed. Eng. 14:201 (1987); Buchwald et al., Surgery 
88:507 (1980); Saudeketal., N.Engl. J. Med. 321:574 (1989)). In another 
embodiment, polymeric materials can be used (see Medical Applications of 
Controlled Release, Langer and Wise (eds.), CRC Pres., Boca Raton, Florida (1974); 
Controlled Drug Bioavailability, Drug Product Design and Performance, Smolen and 

10 Ball (eds.), Wiley, New York (1984); Ranger and Peppas, J ., Macromol. Sri. Rev. 
Macromol. Chem. 23:61 (1983); see also Levy et al., Science 228:190 (1985); During 
et al., Ann. Neurol. 25:351 (1989); Howard et al., LNeurosurg. 71:105 (1989)). In yet 
another embodiment, a controlled release system can be placed in proximity of the 
therapeutic target, i.e., the brain, thus requiring only a fraction of the systemic dose 

15 (see, e.g., Goodson, in Medical Applications of Controlled Release, supra, vol. 2, pp. 
115-138(1984)). 

Other controlled release systems are discussed in the review by Langer 
(Science 249:1527-1533 (1990)). 

In a specific embodiment where the compound of the invention is a nucleic 
20 acid encoding a protein, the nucleic acid can be administered in vivo to promote 
expression of its encoded protein, by constructing it as part of an appropriate nucleic 
acid expression vector and administering it so that it becomes intracellular, e.g., by 
use of a retroviral vector (see U.S. Patent No. 4,980,286), or by direct injection, or by 
use of microparticle bombardment (e.g., a gene gun; Biolistic, Dupont), or coating 
25 with lipids or cell-surface receptors or transfecting agents, or by administering it in 
linkage to a homeobox- like peptide which is known to enter the nucleus (see e.g., 
Joliot et al., Proc. Natl. Acad. Sri. USA 88:1864-1868 (1991)), etc. Alternatively, a 
nucleic acid can be introduced intracellular^ and incorporated within host cell DNA 
for expression, by homologous recombination. 
30 The present invention also provides pharmaceutical compositions. Such 

compositions comprise a therapeutically effective amount of a compound, and a 
pharmaceutically acceptable carrier. In a specific embodiment, the term 
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"pharmaceutical^ acceptable" means approved by a regulatory agency of the Federal 
or a state government or listed in the U.S. Pharmacopeia or other generally recognized 
pharmacopeia for use in animals, and more particularly in humans. The term 
"carrier" refers to a diluent, adjuvant, excipient, or vehicle with which the therapeutic 
5- is administered. Such pharmaceutical carriers can be sterile liquids, such as water and 
oils, including those of petroleum, animal, vegetable or synthetic origin, such as . 
peanut oil, soybean oil, mineral oil, sesame oil and the like. Water is a preferred 
carrier when the pharmaceutical composition is administered intravenously. Saline 
solutions and aqueous dextrose and glycerol solutions can also be employed as liquid 
10 carriers, particularly for injectable solutions. Suitable pharmaceutical excipients 
include starch, glucose, lactose, sucrose, gelatin, malt, rice, flour, chalk, silica gel, 
sodium stearate, glycerol monostearate, talc, sodium chloride, dried skim milk, 
glycerol, propylene, glycol, water, ethanol and the like. The composition, if desired, 
can also contain minor amounts of wetting or emulsifymg agents, or pH buffering ' 
15 agents. These compositions can. take the form of solutions, suspensions, emulsion, 
tablets, pills, capsules, powders, sustained-release formulations and the like. The 
composition can be formulated as a suppository, with traditional binders and carriers 
such as triglycerides. Oral formulation can include standard carriers such as 
pharmaceutical grades of mannitol, lactose, starch, magnesium stearate, sodium 
20 saccharine, cellulose, magnesium carbonate, etc. Examples of suitable 

pharmaceutical carriers are described in "Remington's Pharmaceutical Sciences" by 
E.W. Martin. Such compositions will contain a therapeutically effective amount of 
the compound, preferably in purified form, together with a suitable amount of carrier 
so as to provide the form for proper administration to the patient. The formulation 
25 should smt me mode of aclmimstration. 

In a preferred embodiment, the composition is formulated in accordance with 
routine procedures as a pharmaceutical composition adapted for intravenous 
administration to human beings. Typically, compositions for intravenous 
administration are solutions in sterile isotonic aqueous buffer. Where necessary, the 
30 composition may also include a solubilizing agent and a local anesthetic such as ' 
hgnocaine to ease pain at the site of the injection. Generally, the ingredients are 
supplied either separately or mixed together in unit dosage form, for example, as a dry 
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lyophilized powder or water free concentrate in a hermetically sealed container such 
as an ampoule or sachette indicating the quantity of active agent. Where the 
composition is to be administered by infusion, it can be dispensed with an infusion 
bottle containing sterile pharmaceutical grade water or saline. Where the composition 
5 is administered by injection, an ampoule of sterile water for injection or saline can be 
provided so that the ingredients may be mixed prior to administration. 

The compounds of the invention can be formulated as neutral or salt forms. 
Pharmaceutically acceptable salts include those formed with anions such as those 
derived from hydrochloric, phosphoric, acetic, oxalic, tartaric acids, etc., and those 
10 formed with cations such as those derived from sodium, potassium, ammonium, 
calcium, ferric hydroxides, isopropylamine, triethylamine, 2-ethylamino ethanol, 
histidine, procaine, etc. 

The amount of the compound of the invention which will be effective in the 
treatment, inhibition and prevention of a disease or disorder associated with aberrant 
15 expression and/or activity of a polypeptide of the invention can be determined by 

standard clinical techniques. In addition, in vitro assays may optionally be employed 
to help identify optimal dosage ranges. The precise dose to be employed in the 
formulation will also depend on the route of administration, and the seriousness of the 
disease or disorder, and should be decided according to the judgment of the 
20 practitioner and each patient's circumstances. Effective doses may be extrapolated 
from dose-response curves derived from in vitro or animal model test systems. 

For antibodies, the dosage administered to a patient is typically 0.1 mg/kg to 
100 mg/kg of the patient's body weight. Preferably, the dosage administered to a 
patient is between 0.1 mg/kg and 20 mg/kg of the patient's body weight, more 
25 preferably 1 mg/kg to 10 mg/kg of the patient's body weight. Generally, human 
antibodies have a longer half-life within the human body than antibodies from other 
species due to the immune response to the foreign polypeptides. Thus, lower dosages 
of human antibodies and less frequent administration is often possible. Further, the 
dosage and frequency of administration of antibodies of the invention may be reduced 
30 by enhancing uptake and tissue penetration (e.g., into the brain) of the antibodies by 
modifications such as, for example, lipidation. 
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The invention also provides a pharmaceutical pack or kit comprising one or 
more containers filled with one or more of the ingredients of the pharmaceutical 
compositions of the invention. Optionally associated with such containers) can be a 
notice in the form prescribed by a governmental agency regulating the manufacture, 
use or sale of pharmaceuticals or biological products, which notice reflects approval 
by the agency of manufacture, use or sale for human administration. 

Diagnosis and Imaging 

Labeled antibodies, and derivatives and analogs thereof, which specifically 
bind to a polypeptide of interest can be used for diagnostic purposes to detect, 
diagnose, or monitor diseases, disorders, and/or conditions associated with the 
aberrant expression and/or activity of a polypeptide of the invention. The invention 
provides for the detection of aberrant expression of a polypeptide of interest, 
comprising (a) assaying the expression of the polypeptide of interest in cells or body 
fluid of an individual using one or more antibodies specific to the polypeptide interest 
and (b) comparing the level of gene expression with a standard gene expression level, 
whereby an increase or decrease in the assayed polypeptide gene expression level 
compared to the standard expression level is indicative of aberrant expression. 

The invention provides a diagnostic assay for diagnosing a disorder, 
comprising (a) assaying the expression of the polypeptide of interest in cells or body 
fluid of an individual using one or more antibodies specific to the polypeptide interest 
and (b) comparing the level of gene expression with a standard gene expression level, 
whereby an increase or decrease in the assayed polypeptide gene expression level 
compared to the standard expression level is indicative of a particular disorder. With 
respect to cancer, the presence of a relatively high amount of transcript in biopsied 
tissue from an individual may indicate a predisposition for the development of the 
disease, or may provide a means for detecting the disease prior to the appearance of 
actual clinical symptoms. A more definitive diagnosis of this type may allow health 
professionals to employ preventative measures or aggressive treatment earlier 
thereby preventing the development or further progression of the cancer. 

Antibodies of the invention can be used to assay protein levels in a biological 
sample using classical immunohistological methods known to those of skill in the art 
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(e.g., see Jalkanen, et al., J. Cell. Biol. 101:976-985 (1985); Jalkanen, et al., J. Cell . 
Biol. 105:3087-3096 (1987)). Other antibody-based methods useful for detecting 
protein gene expression include immunoassays, such as the enzyme linked 
immunosorbent assay (ELISA) and the radioimmunoassay (RIA). Suitable antibody 
assay labels are known in the art and include enzyme labels, such as, glucose oxidase; 
radioisotopes, such as iodine (1251, 1211), carbon (14C), sulfur (35S), tritium (3H), 
indium (112In), and technetium (99Tc); luminescent labels, such as luminol; and 
fluorescent labels, such as fluorescein and rhodamine, and biotin. 

One aspect of the invention is the detection and diagnosis of a disease or 
disorder associated with aberrant expression of a polypeptide of interest in an animal, 
preferably a mammal and most preferably a human. In one embodiment, diagnosis 
comprises: a) administering (for example, parenterally, subcutaneously, or 
intraperitoneally) to a subject an effective amount of a labeled molecule which 
specifically binds to the polypeptide of interest; b) waiting for a time interval 
following the administering for permitting the labeled molecule to preferentially 
concentrate at sites in the subject where the polypeptide is expressed (and for 
unbound labeled molecule to be cleared to background level); c) determining 
background level; and d) detecting the labeled molecule in the subject, such that 
detection of labeled molecule above the background level indicates that the subject 
has a particular disease or disorder associated with aberrant expression of the 
polypeptide of interest. Background level can be determined by various methods 
including, comparing the amount of labeled molecule detected to a standard value 
previously determined for a particular system. 

It will be understood in the art that the size of the subject and the imaging 
system used will determine the quantity of imaging moiety needed to produce 
diagnostic images. In the case of a radioisotope moiety, for a human subject, the 
quantity of radioactivity injected will normally range from about 5 to 20 millicuries of 
99mTc. The labeled antibody or antibody fragment will then preferentially 
accumulate at the location of cells which contain the specific protein. In vivo tumor 
imaging is described in S.W. Burchiel et al., ^Tmmunopharmacokinetics of 
Radiolabeled Antibodies and Their Fragments." (Chapter 13 in Tumor Imaging: 
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The Radiochemical Detection of Cancer, S.W. Burchiel and B. A. Rhodes, eds., 
Masson Publishing Inc. (1982). 

Depending on several variables, including the type of label used and the mode 
of administration, the time interval following the achninistration for permitting the 
labeled molecule to preferentially concentrate at sites in the subject and for unbound 
labeled molecule to be cleared to background level is 6 to 48 hours or 6 to 24 hours or 
6 to 12 hours. In another embodiment the time interval following aoiriinistration is 5 
to 20 days or 5 to 10 days. 

In an embodiment, monitoring of the disease or disorder is carried out by 
repeating the method for diagnosing the disease or disease, for example, one month 
after initial diagnosis, six months after initial diagnosis, one year after initial 
diagnosis, etc. 

Presence of the labeled molecule can be detected in the patient using methods 
known in the art for in vivo scanning. These methods depend upon the type of label 
used. Skilled artisans will be able to determine the appropriate method for detecting a 
particular label. Methods and devices that may be used in the diagnostic methods of 
the invention include, but are not limited to, computed tomography (CT), whole body 
scan such as position emission tomography (PET), magnetic resonance imaging 
(MRT), and sonography. 

In a specific embodiment, the molecule is labeled with a radioisotope and is 
detected in the patient using a radiation responsive surgical instrument (Thurston et 
al., U.S. Patent No. 5,441,050). In another embodiment, the molecule is labeled with 
a fluorescent compound and is detected in the patient using a fluorescence responsive 
scanning instrument. In another embodiment, the molecule is labeled with a positron 
emitting metal and is detected in the patent using positron emission-tomography. In 
yet another embodiment, the molecule is labeled with a paramagnetic label and is 
detected in a patient using magnetic resonance imaging (MRT). 

Kits 

The present invention provides kits that can be used in the above methods. In 
one embodiment, a kit comprises an antibody of the invention, preferably a purified 
antibody, in one or more containers. In a specific embodiment, the kits of the present 
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invention contain a substantially isolated polypeptide comprising an epitope which is 
specifically immunoreactive with an antibody included in the kit. Preferably, the kits 
of the present invention further comprise a control antibody which does not react with 
the polypeptide of interest. In another specific embodiment, the kits of the present 
5 invention contain a means for detecting the binding of an antibody to a polypeptide of 
interest (e.g., the antibody may be conjugated to a detectable substrate such as a 
fluorescent compound, an enzymatic substrate, a radioactive compound or a 
luminescent compound, or a second antibody which recognizes the first antibody may 
be conjugated to a detectable substrate). 
10 In another specific embodiment of the present invention, the kit is a diagnostic 

kit for use in screening serum containing antibodies specific against proliferative 
and/or cancerous polynucleotides and polypeptides. Such a kit may include a control 
antibody that does not react with the polypeptide of interest. Such a kit may include a 
substantially isolated polypeptide antigen comprising an epitope which is specifically 
1 5 * immunoreactive with at least one anti-polypeptide antigen antibody. Further, such a 
kit includes means for detecting the binding of said antibody to the antigen (e.g., the 
antibody may be conjugated to a fluorescent compound such as fluorescein or 
rhodamine which can be detected by flow cytometry). In specific embodiments, the 
kit may include a recombinantly produced or chemically synthesized polypeptide 
20 antigen. The polypeptide antigen of the kit may also be attached to a solid support. 

In a more specific embodiment the detecting means of the above-described kit 
includes a solid support to which said polypeptide antigen is attached. Such a kit may 
also include a non-attached reporter-labeled anti-human antibody. In this 
embodiment, binding of the antibody to the polypeptide antigen can be detected by 
25 binding of the said reporter-labeled antibody. 

In an additional embodiment, the invention includes a diagnostic kit for use in 
screening serum containing antigens of the polypeptide of the invention. The 
diagnostic kit includes a substantially isolated antibody specifically immunoreactive 
with polypeptide or polynucleotide antigens, and means for detecting the binding of 
30 the polynucleotide or polypeptide antigen to the antibody. In one embodiment, the 

antibody is attached to a solid support. In a specific embodiment, the antibody may be 
a monoclonal antibody. The detecting means of the kit may include a second, labeled 
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monoclonal antibody. Alternatively, or in addition, the detecting means may include 
a labeled, competing antigen. 

In one diagnostic configuration, test serum is reacted with a solid phase 
reagent having a surface-bound antigen obtained by the methods of the present 
invention. After binding with specific antigen antibody to the reagent and removing 
unbound serum components by washing, the reagent is reacted with reporter-labeled 
anti-human antibody to bind reporter to the reagent in proportion to the amount of 
bound anti-antigen antibody on the solid support. The reagent is again washed to 
remove unbound labeled antibody, and the amount of reporter associated with the 
reagent is determined. Typically, the reporter is an enzyme which is detected by 
incubating the solid phase in the presence of a suitable fluorometric, luminescent or 
colorimetric substrate (Sigma, St. Louis, MO). 

The solid surface reagent in the above assay is prepared by known techniques 
for attaching protein material to solid support material, such as polymeric beads, dip 
sticks, 96-well plate or filter material. These attachment methods generally include 
non-specific adsorption of the protein to the support or covalent attachment of the 
protein, typically through a free amine group, to a chemically reactive group on the 
solid support, such as an activated carboxyl, hydroxyl, or aldehyde group. 
Alternatively, streptavidin coated plates can be used in conjunction with biotinylated 
antigen(s). 

Thus, the invention provides an assay system or kit for carrying out this 
diagnostic method. The kit generally includes a support with surface- bound 
recombinant antigens, and a reporter-labeled anti-human antibody for detecting 
surface-bound anti-antigen antibody. 

Fusion Proteins 

Any polypeptide of the present invention can be used to generate fusion 
proteins. For example, the polypeptide of the present invention, when fused to a 
second protein, can be used as an antigenic tag. Antibodies raised against the 
polypeptide of the present invention can be used to mdirectfy detect the second 
protein by binding to the polypeptide. Moreover, because secreted proteins target 



WO 01/55430 



PCT/US01/01431 



128 

cellular locations based on trafficking signals, the polypeptides of the present 
invention can be used as targeting molecules once fused to other proteins. 

Examples of domains that can be fused to polypeptides of the present 
invention include not only heterologous signal sequences, but also other heterologous 
5 functional regions. The fusion does not necessarily need to be direct, but may occur 
through linker sequences. 

Moreover, fusion proteins may also be engineered to improve characteristics 
of the polypeptide of the present invention. For instance, a region of additional amino 
acids, particularly charged amino acids, may be added to the N-terminus of the 
1 0 polypeptide to improve stability and persistence during purification from the host cell 
or subsequent handling and storage. Also, peptide moieties may be added to the 
polypeptide to facilitate purification. Such regions may be removed prior to final 
preparation of the polypeptide. The addition of peptide moieties to facilitate handling 
of polypeptides are familiar and routine techniques.in the art. 
1 5 Moreover, polypeptides of the present invention, including fragments, and 

specifically epitopes, can be combined with parts of the constant domain of 
immunoglobulins (IgA, IgE, IgG, IgM) or portions thereof (CHI, CH2, CH3, and any 
combination thereof, including both entire domains and portions thereof), resulting in 
chimeric polypeptides. These fusion proteins facilitate purification and show an 
20 increased half-life in vivo. One reported example describes chimeric proteins 
consisting of the first two domains of the human CD4-polypeptide and various 
domains of the constant regions of the heavy or light chains of mammalian 
immunoglobulins. (EP A 394,827; Traunecker et aL, Nature 331 :84-86 (1988).) 
Fusion proteins having disulfide-linked dimeric structures (due to the IgG) can also be 
25 more efficient in binding and neutralizing other molecules, than the monomelic 
secreted protein or protein fragment alone. (Fountoulakis et al., J. Biochem. 
270:3958-3964 (1995).) Polynucleotides comprising or alternatively consisting of 
nucleic acids which encode these fusion proteins are also encompassed by the 
invention. 

30 Similarly, EP-A-0 464 533 (Canadian counterpart 2045869) discloses fusion 

proteins comprising various portions of constant region of immunoglobulin molecules 
together with another human protein or part thereof. In many cases, the Fc part in a 
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fusion protein is beneficial in therapy and diagnosis, and thus can result in, for 
example, improved pharmacokinetic properties. (EP-A 0232 262.) Alternatively, 
deleting the Fc part after the fusion protein has been expressed, detected, and purified, 
would be desired. For example, the Fc portion may hinder therapy and diagnosis if 
the fusion protein is used as an antigen for immunizations. In drug discovery, for 
example, human proteins, such as hIL-5, have been fused with Fc portions for the 
purpose of high-throughput screening assays to identify antagonists of hIL-5. (See, 
D. Bennett et al., J. Molecular Recognition 8:52-58 (1995); K. Johanson et al., J. Biol. 
Chem. 270:9459-9471 (1995).) 

Moreover, the polypeptides of the present invention can be fused to marker 
sequences, such as a peptide which facilitates purification of the fused polypeptide. 
In preferred embodiments, the marker amino acid sequence is a hexa-histidine 
peptide, such as the tag provided in a pQE vector (QIAGEN, Inc., 9259 Eton Avenue, 
Chatsworth, CA, 9131 1), among others, many of which are commercially available. 
As described in Gentz et al., Proc. Natl. Acad. Sci. USA 86:821-824 (1989), for 
instance, hexa-histidine provides for convenient purification of the fusion protein. 
Another peptide tag useful for purification, the "HA" tag, corresponds to an epitope 
derived from the influenza hemagglutinin protein. (Wilson et al., Cell 37:767 
(1984).) 

Thus, any of these above fusions can be engineered using the polynucleotides 
or the polypeptides of the present invention. 

Vectors, Host Cells, and Protein Production 

The present invention also relates to vectors containing the polynucleotide of 
the present invention, host cells, and the production of polypeptides by recombinant 
techniques. The vector may be, for example, a phage, plasmid, viral, or retroviral 
vector. Retroviral vectors may be rephcation competent or replication defective. In 
the latter case, viral propagation generally will occur only in complementing host 
cells. 

The polynucleotides may be joined to a vector containing a selectable marker 
for propagation in a host Generally, a plasmid vector is introduced in a precipitate, 
such as a calcium phosphate precipitate, or in a complex with a charged lipid. If the 
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vector is a virus, it may be packaged in vitro using an appropriate packaging cell line 
and then transduced into host cells. 

The polynucleotide insert should be operatively linked to an appropriate 
promoter, such as the phage lambda PL promoter, the E. coli lac, trp, phoA and tac 
promoters, the SV40 early and late promoters and promoters of retroviral LTRs, to 
name a few. Other suitable promoters will be known to the skilled artisan. The 
expression constructs will further contain sites for transcription initiation, termination, 
and, in the transcribed region, a ribosome binding site for translation. The coding 
portion of the transcripts expressed by the constructs will preferably include a 
translation initiating codon at the beginning and a termination codon (UAA, UGA or 
UAG) appropriately positioned at the end of the polypeptide to be translated. 

As indicated, the expression vectors will preferably include at least one 
selectable marker. Such markers include dihydrofolate reductase, G418 or neomycin 
resistance for eukaryotic cell culture and tetracyclme, kanamycm or ampicillin 
15 resistance genes for culturinginE. coli and other bacteria. Representative examples 
of appropriate hosts include, but are not limited to, bacterial cells, such as E. coli, 
Streptomyces and Salmonella typhimurium cells; fungal cells, such as yeast cells 
(e.g., Saccharomyces cerevisiae or Pichiapastoris (ATCC Accession No. 201178)); 
insect cells such as Drosophila S2 and Spodoptera S£9 cells; animal cells such as 
20 CHO, COS, 293, and Bowes melanoma cells; and plant cells. Appropriate culture 
mediums and conditions for the above-described host cells are known in the art. 

Among vectors preferred for use in bacteria include pQE70, pQE60 and pQE- 
9, available from QIAGEN, Inc.; pBluescript vectors, Phagescript vectors, pNH8A, 
pNH16a, pNH18A, pNH46A, available from Stratagene Cloning Systems, Inc.; and 
25 P trc99a,pKK223-3,pKK233-3,pDR540,pRIT5 available from Pharmacia Biotech, 
Inc. Among preferred eukaryotic vectors are pWLNEO, pSV2CAT, P OG44, pXTl 
and pSG available from Stratagene; and pSVK3, pBPV, pMSG and pSVL available 
from Pharmacia. Preferred expression vectors for use in yeast systems include, but are 
not limited to pYES2, pYDl, pTEFl/Zeo, pYES2/GS, P PICZ,pGAPZ, pGAPZalph, 
30 pPIC9, pPIC3.5, PHIL-D2, pHIL-Sl, pPIC3.5K, pPIC9K, and PA0815 (all available 
from Invitrogen, Carlbad, CA). Other suitable vectors will be readily apparent to the 
skilled artisan. 



WO 01/55430 



PCT/USOl/01431 



131 



Introduction of the construct into the host cell can be effected by calcium 
phosphate transfection, DEAE-dextran mediated transection, cationic lipid-mediated 
transection, electroporation, transduction, infection, or other methods. Such methods 
are described in many standard laboratory manuals, such as Davis et al., Basic 
5 Methods In Molecular Biology (1986). It is specifically contemplated that the 

polypeptides of the present invention may in fact be expressed by a host cell lacking a 
recombinant vector. 

A polypeptide of this invention can be recovered and purified from 
recombinant cell cultures by well-known methods including ammonium sulfate or 
10 ethanol precipitation, acid extraction, anion or cation exchange chromatography 

phosphoceUulose chromatography, hydrophobic interaction chromatography, affinity 
chromatography, hydroxylapatite chromatography and lectin chromatography. Most 
preferably, high performance liquid chromatography ("HPLC") is employed for 
purification. 

15 Polypeptides of the present invention, and preferably the secreted form, can 

also be recovered from: products purified from natural sources, including bodily 
fluids, tissues and cells, whether directly isolated or cultured; products of chemical 
synthetic procedures; and products produced by recombinant techniques from a 
prokaryotic or eukaryotic host, including, for example, bacterial, yeast, higher plant 
20 msect, and mammalian cells. Depending upon the host employed in a recombinant ' 
products procedure, the polypeptides of the present invention may be glycosylated 
or may benon-glycosylated. In addition, polypeptides of the invention may also 
include an initial modified methionine residue, in some cases as a result of host- 
mediated processes. Thus, it is well known in the art that the N-tenninal methionine 
25 ^odedbymefranslationimtiationcodongeneraUyisremovedwimm^ 
fix>manyprotemaftertranslationinalleukaryoticcells. While the N-terrninal 
metmonine on most proteins also is efficiently removed in most prokaryotes, for some 
protems, this prokaryotic removal process is inefficient, depending on the nature of 
the ammo acid to which the N-tenninal methionine is covalently linked. 
30 In one embodiment, the yeast Pichia pastoris is used to express the 

polypeptide of the present invention in a eukaryotic system. PicMa pastoris is a 
methylotrophic yeast which can metabolize methanol as its sole carbon source. A 
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main step in the methanol metabolization pathway is the oxidation of methanol to 
formaldehyde using 0 2 . This reaction is catalyzed by the enzyme alcohol oxidase. In 
order to metabolize methanol as its sole carbon source, Pichia pastoris must generate 
high levels of alcohol oxidase due, in part, to the relatively low affinity of alcohol 
oxidase for 0 2 . Consequently, in a growth medium depending on methanol as a main 
carbon source, the promoter region of one of the two alcohol oxidase genes {AOXI) is 
highly active. In the presence of methanol, alcohol oxidase produced from the AOXI 
gene comprises up to approximately 30% of the total soluble protein in Pichia 
pastoris. See, Ellis, S.B., et al, Mol Cell. Biol 5:1111-21 (1985); Koutz, PJ, et al, 
Yeast 5:167-77 (1989); Tschopp, J.F., et al, Nucl. Acids Res. 15:3859-76 (1987). 
Thus, aheterologous coding sequence, such as, for example, a polynucleotide of the 
present invention, under the transcriptional regulation of all or part of the AOXI 
regulatory sequence is expressed at exceptionally high levels in Pichia yeast grown in 

the presence of methanol. 

In one example, the plasmid vector pPIC9K is used to express DNA encoding 
apolypeptide of the invention, as set forth herein, in aPichea yeast system essentially, 
as described in "Pichia Protocols: Methods in Molecular Biology," D.R. Higgins and 
J. Cregg, eds. The Humana Press, Totowa, NJ, 1998. This expression vector allows 
expression and secretion of aprotein of the invention by virtue of the strong^tOW 
promoter linked to the Pichia pastoris alkaline phosphatase (PHO) secretory signal 
peptide (i.e., leader) located upstream of a multiple cloning site. 

Many other yeast vectors could be used in place of pPIC9K, such as, pYES2, 
pYDl, pTEFl/Zeo, pYES2/GS, pPICZ, pGAPZ, pGAPZalpha, pPIC9, pPIC3.5, 
PHIL-D2, pHEL-Sl, pPIC3.5K, and PA0815, as one skilled in the art would readily 
25 appreciate, as long as the proposed expression construct provides appropriately 
located signals for transcription, translation, secretion (if desired), and the like, 
including an in-frame AUG as required. 

In another embodiment, high-level expression of a heterologous coding 
sequence, such as, for example, a polynucleotide of the present invention, may be 
30 achieved by cloning the heterologous polynucleotide of the invention into an 
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expression vector such as, for example, pGAPZ or pGAPZalpha, and growing the 
yeast culture in the absence of methanol. 

In addition to encompassing host cells containing the vector constructs 
discussed herein, the invention also encompasses primary, secondary, and 
immortalized host cells of vertebrate origin, particularly mammalian origin, that have 
been engineered to delete or replace endogenous genetic material (e.g., coding 
sequence), and/or to include genetic material (e.g., heterologous polynucleotide 
sequences) that is operably associated with the polynucleotides of the invention, and 
which activates, alters, and/or amplifies endogenous polynucleotides. For example, 
techniques known in the art may be used to operably associate heterologous control 
regions (e.g., promoter and/or enhancer) and endogenous polynucleotide sequences 
via homologous recombination, resulting in the formation of a new transcription unit 
(see, e.g., U.S. Patent No. 5,641,670, issued June 24, 1997; U.S. Patent No. 
5,733,761, issued March 31, 1998; International Publication No. WO 96/2941 1, 
published September 26, 1996; International Publication No. WO94/12650, 
published August 4, 1994; Roller et al., Proc. Natl. Acad. Sci. USA 86:8932-8935 
(1989); and Zijlstra et al, Nature 342:435-438 (1989), the disclosures of each of 
which .are incorporated by reference in their entireties). 

In addition, polypeptides of the invention can be chemically synthesized using 
techniques known in the art (e.g., see Creighton, 1983, Proteins: Structures and 
Molecular Principles, W.H. Freeman & Co., NY., and Hunkapiller et al., Nature, 
310:105-111 (1984)). For example, a polypeptide corresponding to a fragment of a 
polypeptide sequence of the invention can be synthesized by use of apeptide 
synthesizer. Furthermore, if desired, nonclassical amino acids or chemical amino acid 
analogs can be introduced as a substitution or addition into the polypeptide sequence. 
Non-classical amino acids include, but are not limited to, to the D-isomers of the 
common amino acids, 2,4-diaminobutyric acid, a-amino isobutyric acid, 4- 
aminobutyric acid, Abu, 2-amino butyric acid, g-Abu, e-Ahx, 6-amino hexanoic acid, 
Aib, 2-amino isobutyric acid, 3-amino propionic acid, onnthine, norleucine, 
norvaline, hydroxyproline, sareosine, citmlline, homocitndline, cysteic acio; t- 
butylglycine, t-butylalanine, phenylglycine, cyclohexylalanine, b-alanine, fluoro- 
amino acids, designer amino acids such as b-methyl amino acids, Ca-methyl amino 
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acids, Na-methyl amino acids, and amino acid analogs in general. Furthermore, the 
amino acid can be D (dextrorotary) or L (levorotary). 

The invention encompasses polypeptides which are differentially modified 
during or after translation, e.g., by glycosylate, acetylation, phosphorylation, 
5 amidation, derivatization by known protectingfclocking groups, proteolytic cleavage, 
linkage to an antibody molecule or other cellular ligand, etc. Any of numerous 
chemical modifications may be carried out by known techniques, including but not 
limited, to specific chemical cleavage by cyanogen bromide, trypsin, chymotrypsin, 
papain, V8 protease, NaBHt; acetylation, formylation, oxidation, reduction; metabolic 
10 synthesis in the presence of tunicamycin; etc. 
Adtitional post-translation^^ 
include, for example, e.g., N-linked or O-linked carbohydrate chains, processing of 
N-terminal or C-tenninal ends), attachment of chemical moieties to the amino acid 
backbone, chemical modifications of N-linked or O-linked carbohydrate chains, and 
15 addition or deletion of an N-terminal methionine residue as aresult of procaryohc 
host ceU expression. The polypeptides may also be modified with a detectable label, 
such as an enzymatic, fluorescent, isotopic or affinity label to allow for detection and 

isolation of the protein. 

Also provided by the invention are chemically modified derivatives of the 

20 polypeptides of toe mventionwh^^ 

increased solubility, stability and circulating time of the polypeptide, or decreased 
immunogenicity (see U.S. Patent NO: 4,179,337). The chemical moieties for 
derivation maybe selected from water soluble polymers such as polyethylene 
glycol, ethylene glycol/propylene glycol copolymers, carboxymethylcellulose, 
25 dextran, polyvinyl alcohol and the like. The polypeptides may be modified at random 
positions within the molecule, or at predetermmed positions within the molecule and 
may include one, two, three or more attached chemical moieties. 

The polymer maybe of any molecular weight, and may be branched or 
unbranched. For polyethylene glycol, the preferred molecular weight is between 
30 about 1 kDa and about 100 kDa (the term "about" indicating that in preparations of 
polyethylene glycol, some molecules will weigh more, some less, than the stated 
molecular weight) for ease in handling and manufacturing. Other sizes may be used, 
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depending on the desired therapeutic profile (e.g., the duration of sustained release 
desired, the effects, if any on biological activity, the ease in handling, the degree or 
lack of antigenicity and other known effects of the polyethylene glycol to a 
therapeutic protein or analog). For example, the polyethylene glycol may have an 
5 average molecular weight of about 200, 500, 1000, 1500, 2000, 2500 3000 3500 
4000, 4500, 5000, 5500, 6000, 6500, 7000, 7500, 8000, 8500, 9000, 9500 10 OOo' 
10,500, 11,000, 11,500, 12,000, 12,500, 13,000, 13,500, 14,000, 14,500, 15 000 ' 
15,500, 16,000, 16,500, 17,000, 17,500, 18,000, 18,500, 19,000, 19,500,20000 
25,000, 30,000, 35,000, 40,000, 50,000, 55,000, 60,000, 65,000, 70,000, 75 000 
10 80,000, 85,000, 90,000, 95,000, or 100,000 kDa. 

As noted above, the polyethylene glycol may have a branched structure. 
Branched polyethylene glycols are described, for example, in U.S. Patent No. 
5,643,575; Morpurgo et al, Appl. Biochem. Biotechnol. 5*59-72 (1996); Vorobjev et 
al, Nucleosides Nucleotides 75:2745-2750 (1999); and Caliceti et al, Bwconjug. 
15 Chen, "*38-646(199^^ 
reference. 

The polyethylene glycol molecules (or other chemical moieties) should be 
attached to the protein with consideration of effects on functional or antigenic 
domains of the protein. There are a number of attachment methods available to those 
20 skilled in the art, e.g., EP 0401 384, herein incorporated by reference (coupling PEG 
to G-CSF), see also Malik et al., Exp. Hematol. 20:1028-1035 (1992) (reporting 
pegylationofGM-CSFusingtresylchloride). For example, polyethylene glycol may 
be covalently bound through amino acid residues via a reactive group, such as, a free 
ammo or carboxyl group. Reactive groups are those to which an activated 
25 Polyethyleneglycolmoleculemaybebound. The amino acid residues having a free 
ammo group may include lysine residues and the N-terminal amino acid residues- 
those havmg a free carboxyl group may include aspartic acid residues glutamic acid 
residues and the C-terminal amino acid residue. Sulfhydryl groups may also be used 
as a reactive group for attaching the polyethylene glycol molecules. Preferred for 
30 therapeutic purposes is attachment at an amino group, such as attachment at the 
N-terminus or lysine group. 
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As suggested above, polyethylene glycol may be attached to proteins via 
linkage to any of a number of amino acid residues. For example, polyethylene glycol 
can be linked to a proteins via covalent bonds to lysine, histidine, aspartic acid, 
glutamic acid, or cysteine residues. One or more reaction chemistries maybe 
5 employed to attach polyethylene glycol to specific amino acid residues (e.g., lysine, 
histidine, aspartic acid, glutamic acid, or cysteine) of the protein or to more than one 
type of amino acid residue (e.g., lysine, histidine, aspartic acid, glutamic and, 
cysteine and combinations thereof) of the protein. 

One may specifically desire proteins chemically modified at the N-terminus. 
10 Using polyethylene glycol as an illustration of the present composition, one may 
select from a variety of polyethylene glycol molecules (by molecular weight, 
branching, etc.), the proportion of polyethylene glycol moleculesto protein 
(polypeptide) molecules in the reaction mix, the type of pegylation reaction to be 
performed, and the method of obtaining the selected N-terminally pegylated protein. 
15 The method of obtaining the N-terminally pegylated preparation (i.e., separating this 
moiety from other monopegylated moieties if necessary) may be by purification of the 
N-terminally pegylated material from a population of pegylated protein molecules. 
Selective proteins chemically modified at the N-terminus modification may be 
. accompbshedby reductive^ 

20 types of primary amino groups (lysine versus the N-terminal) available for 

derivatization in a particular protein. Under the appropriate reaction conditions, 
substantially selective derivatization of the protein at the N-terminus with a carbonyl 
group containing polymer is achieved. 

As indicated above, pegylation of the proteins of the invention may be 
25 accomphshedbyanynumberofmeans. For example, polyethylene glycol may be 
attached to the protein either directly or by an intervening linker. Linkerless systems 
for attaching polyethylene glycol to proteins are described in Delgado et al, Cnt. Rev. 
Thera Drug Carrier Sys. 9:249-304 (1992); Francis et al, Intern. J. ofHematol 
6*1-18 (1998); U.S. PatentNo. 4,002,531; U.S. Patent No. 5,349,052; WO 95/06058; 
30 and WO 98/32466, the disclosures of each of which are incorporated herein by 



reference. 
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One system for attaching polyethylene glycol directly to amino acid residues 
of protems without an intervening linker employs tresylated MPEG, which is 
produced by the modification of monmethoxy polyethylene glycol (MPEG) using 
tresylchloride (CISO2CH2CF3). Upon reaction of protein with tresylated MPEG 

mvenuon includes protein-polyethylene glycol conjugates produced by reacting 
proteins of the invention with a polyethylene glycol molecule having a 
2,2,2-trifluoreothane sulphonyl group. 

Polyethylene glycol can also be attached to proteins using a number of 
d.frerentmtervenmglinkers. For example, U.S. Patent No. 5,612,460, the entire 
AsclosureofwhJchism^^^ 

co-ectmgpolyemyleneglycoltoproteins. Protein-polyethylene glycol conjugates 
wherein the polyethylene glycol is attached to the protein by a linker can also be 
produced by reaction of proteins with compounds such as MPEG- 
15 succinimidylsuccinate, MPEG activated with l.l^caxbonyldiimidazole MPEG- 
2,4,5-tnchloropenylcarbonate, MPEG-p-nitrophenolcarbonate, and various MPEG- 
succmate derivatives. A number additional polyethylene glycol derivatives and 
reacton chemistries for attaching polyethylene glycol to proteins are described in 
WG98/32466, the entire disclosure of which is incomorated herein by reference 

Pegylatedprotemproductsproducedusmgmereactionchen^stries^ 
mcluded within the scope of the invention. 

The number of polyethylene glycol moieties attached to each protein of the 

mvention^the degree of substitution) may also vary. For example, thepegylated 

25 TiT™* 6 ^^^ 

IS.n^O.ormorepolyethyleneglycolmolecules. Similarly, the average degree of 
-^tionwithmr^^ 1M2 
1M3, 12-14, 13-15, 14-16, 15-17, 16-18, 17-19, or 18-20 polyethylene glycol ' 
moxetiesperprotdnmolecule. Methods for determining the degree of substitution are 

30 t^^*^**^^^ 0 ^**** 
The polypeptides of the invention may be in monomers or multimers (i e 
^tnmers.tetramersandmghexmultimers). Accordingly, the present invention 
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a ^niitmim of the polypeptides of the invention, their 
relates to monomers and mulbmexs ot me poiyp P . . . . fi 

^ and colons (preferably, W«) — . H 

t _ la «W "bedimed *e rnul.in.ers of to — are * M 

5 dimeis, at least trimers, or at least tetramers. 

. Mulfa^oncotnpass^byd.etoen.ian^ybehomomersorha.amm^ 

co^ndinglo the — of SEQ ID NO:Y or encoded ^ *^ 

se^. M.spe^cembod^.^ofto™^™^ 
coltaWogonlyHyPeP^^-^™^^. 1 " 

JUtfteta— *.»-*- ^..conuioingpolyp^deabavtog 
po^desha^gMeoacaland/ordifeeot^oaoidseaoeoces, 

20 leas«ahomotrimer,oratleastahomotetramer. 

Musedhereta^elennheteromerretotoamulW— oneor 

U.po.ypep.ideaofthe— .inaspeeific— ^tom^erofdte 
tavlonisaheten.dimer.ahe.ero^o.abe^.e.amer. Inad^ona. 
,5 Lfc***-.— isarleasUbererodnner.a, 
leastaheterotraner,oratleastalieteiotetramer. 

^^oreo^^-^^beind^y^byfee^K 

Kpoaomeformanon. "** 
30 fotexa^le.^c^etao.hontotrtaers.areformedwhenpolypeptdesofto 

tl » i ^on,au dl as,<brexampKb rt e^«he«roMr^«f^ 
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P-Wfiaen^onjinsolufion. M 

tfthetnv^on. W^-^.^...^^" 
contained in the polypeptide sequence ( e.g., that recited in the sequence 

Mtlnn m pdypephde sequences which interne in to native (i.e., naturally 
'0 occusnn^,^ h, another instance, d.ecovaientaaaociauons ace L 

assoctahor.nrayhtvoWeoneorn.oreanunoaoidresidnesconhunedLe 
Itetcroiogouapoivpephde sequence inafbsionproteinofthe invention 

^^^^^^^anouaarebe^toheterol^ousseanBKe 

5,478 925). b a specific exampie, the covaieutassociahonsa^hetwe^fte 
^^^containedhranFcnr^pr^o^^^ 

^^■^^^^aa^onaorL 

^rt^^^-'^—yaasociated multhners, such as fo r 

"7 KO! ~^^.^.W™nonaiPubhcafionNO:WO W 49305 r 
^^^^^^ b t2 

^^^"^^^"^^onarejc^thronghpepfil 
-era. Examples include those peptide linkers described in U.S. Pat No^Ct73^27 

im^ti mC0I ^° IZte ^ ^ re *' erence )- Proteins comprising multiple polypeptides^! toe 
mve.honsep^hypepfideOnhe.n.avhepm^^^J^ 
recombinant DNA technology. 

uaeo f t*^ fOTPr '* 6m ^^^ of ^- rafi on i nvo 1 ves 
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Science 240:1759, (1988)), and have since been 6mA in a variety of different 
pmteins. Among.be known !e„cine zippers are nahnanyoccurting peptides and 
derivativestirereofrha.dtaetizeorrtnerize. Examp.es ofleuchre zr W er domaurs 
Ml for producing actable tnultimeric proteins of tite tavention are tirose descnbed 
> ta PCTap P U« l tionWO94/10308,be I ebyinco^ rate dbyrefe re nce. Recombnranl 

<1 ^»*•-ta-«-l-■»-«-■•■*- ,4i •' - * ,, "•* 
and to renting actable multimerie fnaicn proreta is recover from tire coKme 

supernatant ustag techniques known in the art. 
„ Trhnenc polypeptide* of the invention may offer the advantage of enhanced 

biological activity. Preferre4 leucine zipper moieties and isoieucto moieties are 
^^p^emttiaUymnntim.era.Oneex^leis.l^^d^^om 

burg surfactant protein D (SPD), as descrtbed in Hoppe e, al. (FEBS Letters 344*9., 
M994))andmU.S. paten, application Set. No. 08/446,922, hereby incorptnated by 
15 referenco. Outer peptides derived ftom nabaraUy occurring .rhnenc proteins may be 
employed in preparing tiimeric polypeptides of the invention. 

ta another example, proteins of the invention are assisted by interactions 

20 proteins of the invention are associated by interactions between heterologous 

peptide sequ^oomah^mHa^Monpn^oftoinv^onandanu- 

Flag,® antibody. . 

Ttamnltimersoftheinventionmaybegeneratrfnsing chemical techmques 

tnowninto art. For example, polypeptides deshndta be contained in memnltimers 

25 „f the invention may be chemicany cross-nuked using linker molecules and tinker 

molecule length optimization techniques known in the art (see, e.g, US Patent 

Number 5,478,925, which is herein incorporated by reference in its entirety). 

to art tofonn one ormoretoter-motacule cross-links between ti.eoya.ehte restth.es 
30 moated wiunn the sequence of me polypeptides desired to be contained m tire 

mummer (see, e.g., US Patent Number 5,478,925, which is herein inoorporatad by 
reference in its entirety). Further, peptides of to invention may be murine* 
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7^"" m to —W* «o generate liposomes containing J 

^^^^•^-^^^^^cetai. 
^^ VC, >'- m ^°f*=i"ve n donmaybege 11 e I s e edusi n g^e1ie 

rzr 8te ?r ,uesknow ° in,hefflt toonem 

mm^ofthe^onare^^^^^^ 

^^^pol^^e^fe,.,,^^^^^^ 
^'y^apo^eoSc.se^e^gapo^deoffe 

onentaUon 6™ the original C-terminus to the N-ternnnus (iackutg the .eader 

-ta—h-faW to ^^en t , re eon 1 binan« l eenn iq „esaeseribed 

"^^onwniene^a,^^^^ * 

pe Ph de,an< iwU e h cane. i n M ^ bym e mtae ^ ta 

bposomes (see, «*., us Pat en, Nutnber 5,478,925, which is herein incorporated by 
*5 reference in its entirety). 



Uses of th* Polvnncli»riHH 0 c 

Eaeh of the polynucleotides herein ean be used in numerous ways as 

Known techniques. 

■denuficanon. Thereof an ongoing need, oide Mif y 1K weh I o ffl oson 1 en M r lt er S , 



WO 01/55430 



PCTAJSOl/01431 



142 



since few chromosome marking reagents, based on actual sequence data (repeat 
polymorphisms), are presently available. Each polynucleotide of the present 
invention can be used as a chromosome marker. 

Briefly, sequences can be mapped to chromosomes by preparing PCR primers 
5 (preferablylS^SbrtfromthesequencesshowninSEQIDNOX Primerscaube 
selected using computer analysis so that primers do not span more than one pnActod 
exonin the genomic DNA. These primers are then used for PCR screening of 
somatic cell hybrids containing individual human chromosomes. Only those hybnds 
containing the human gene corresponding to the SEQ ID NO:X will yield an 

10 amplified fragment. 

Sirmlarly.somatichybrid^providearapidmemodofPCRmappingthe 

polynucleotides to particular chromosomes. Three or more clones can be assigned, per 
day usingasingle thermal cycler. Moreover, sublocalization of the polynucleotides 
can be achieved with panels of specific chromosome fragments. Other gene mappmg 
15 strategies that can be used include in situ hybridization, prescreening with labeled 
flow-sorted chromosomes, preselection by hybridization to construct chromosome 
specific-cDNA libraries and computer mapping techniques (See, e.g., Shuler, Trends 
Biotechnol 1 6:456-459 (1998) which is hereby incorporated by reference in its 
entirety).. 

20 Precise chromosomal location of the polynucleotides can also be achieved 

using fluorescence in situ hybridization (FISH) of a metaphase chromosomal spread. 
This technique uses polynucleotides as short as 500 or 600 bases; however, 
polynucleotides 2,000-4,000 bp are preferred. For areview of this technique, see 
Verma et al., "Human Chromosomes: a Manual of Basic Techniques," Pergamon 

25 Press, New York (1988). 

For chromosome mapping, the polynucleotides can be used individually (to 
mark a single chromosome or a single site on that chromosome) or in panels (for 
marking multiple sites and/or multiple chromosomes). 

The polynucleotides of the present invention would likewise be useful for 
30 radiationhybridmapping,HAPPY mapping, and long range restriction mapping. For 
areview of these techniques and others known in the art, see, e.g., Dear, "Genome 
Mapping: APractical Approach," IRL Press at Oxford University Press, London 
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30 



(1997); Aydin, J. Mol. Med. 77:691-694 (1999); Hacia et al., Mol. Psychiatry 3:483- 
492 (1998); Herrick et al., Chromosome Res. 7:409-423 (1999); Hamilton et al 
Metbods Cell Biol. 62:265-280 (2000); and/or Ott.J.Hered. 90:68-70(1999) eachof 
which is hereby incorporated by reference in its entirety. 

thephysicalporinonoffcepo^^^ 

analysis establishes coinheritance between a chromosomal location and presentation 
ofaparticulardisease. (Disease mapping data are found, for example inV 
McKusick, Mendelian Inheritance in Man (available on line through Johns Hopkins 
UmversiryWelchMedicalLibrary).) Assuming 1 megabase mapping resolution and 
onegene P er20kb,acDNA pre cisely localized to a chromosomal region associated 
with the chsease could be one of 50-500 potential causative genes. 

Thus, once coinheritance is established, differences in the polynucleotide and 
the corresponding gene between affected and unaffected individuals can be examined 
First, visible structural alterations in the chromosomes, such as deletions or 
translocations, are examined in chromosome spreads or by PGR. If no structural 
alterations exist, me presence of pomt mutauoi. are ascertained. Mutations observed 
in some or all affected individuals, but not in normal individuals, indicates that the 
mutation maycause the disease. However, complete sequencing of the polypeptide 
and the corresponding gene from several normal individuals is required to distinguish 
the mutation from a polymorphism. If a new polymorphism is identified, this 
polymorphic polypeptide can be used for further linkage analysis. 

Furthermore, increased or decreased expression of the gene in affected 
individuals as compared to unaffected individuals can be assessed using 
polynucleotides of the present invention. Any of these alterations (altered expression 

chromosomal rearrangement, or mutation)can be used as a diagnostic or prognostic ' 
marker. 

Thus, the invention also provides a diagnostic method useful during diagnosis 
of a disorder, involving measuring the expression level of polynucleotides of the 
present mvention in cells or body fluid from an individual and comparing the 
measured gene expression level -m a standard level of polynucleotide expression 
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level, whereby an increase or decrease in the gene expression level compared to the 
standard is indicative of a disorder. 

In still another embodiment, the invention includes a kit for analyzing samples 
for the presence of proliferative and/or cancerous polynucleotides derived from a test 
5 subject. In a general embodiment, the kit includes at least one polynucleotide probe 
containing a nucleotide sequence that will specifically hybridize with a 
polynucleotide of the present invention and a suitable container. In a specific 
embodiment, the kit includes two polynucleotide probes defining an internal region of 
the polynucleotide of the present invention, where each probe has one strand 
10 staining a 31 'mer-end internal to the region. In a further embodiment, the probes 
may be useful as primers for polymerase chain reaction amplification. 

Where a diagnosis of a disorder, has already been made according to 
conventional methods, the present invention is useful as a prognostic indicator, 
whereby patients exhibiting enhanced or depressed polynucleotide of the present 
15 invention expression will experience a worse clinical outcome relative to patients 
expressing the gene at a level nearer the standard level. 

By "measuring the expression level of polynucleotide of the present 
invention" is intended qualitatively or quantitatively measuring or estimating the level 
of the polypeptide of the present invention or the level of the mRNA encoding the 
20 polypeptide in a first biological sample either directly (e.g., by determining or 

estimating absolute protein level or mRNA level) or relatively (e.g., by comparing to 
the polypeptide level or mRNA level in a second biological sample). Preferably, the 
polypeptide level or mRNA level in the first biological sample is measured or 
estimated and compared to a standard polypeptide level or mRNA level, the standard 
25 being taken from a second biological sample obtained from an individual not having 
the disorder or being determined by averaging levels from a population of individuals 
not having a disorder. As will be appreciated in the art, once a standard polypeptide 
level or mRNA level is known, it can be used repeatedly as a standard for 
comparison. 

30 By "biological sample" is intended any biological sample obtained from an 

individual, body fluid, cell line, tissue culture, or other source which contains the 
polypeptide of the present invention or mRNA As indicated, biological samples 
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10 



15 



20 



25 



include body fluids (such as semen, lymph, sera, plasma, urine, synovial fluid and 
spmal fluid) which contain the polypeptide of the present invention, and other tissue 
sources found to express the polypeptide of the present invention. Methods for 
obtaining tissue biopsies and body fluids from mammals are well known in the art 
Where the biological sample is to include mRNA, a tissue biopsy is the preferred 



source. 



30 



The method(s) provided above may preferrably be applied in a diagnostic 
method and/or kits in which polynucleotides and/or polypeptides are attached to a 
solid support. In one exemplary method, the support may be a "gene chip" or a 
"biological chip" as described in US Patents 5,837,832, 5,874,219, and 5,856 174 
Further, such a gene chip with polynucleotides of the present invention attached may 
be used to identify polymorphisms between the polynucleotide sequences, with 
polynucleotides isolated from a test subject. The knowledge of such polymorphisms 
(i.e. then location, as well as, their existence) would be beneficial in identifying 
disease loci for many disorders, including cancerous diseases and conditions. Such a 
method is described in US Patents 5,858,659 and 5,856,104. The US Patents 
referenced supra are hereby incorporated by reference in their entirety herein. 

The present invention encompasses polynucleotides of the present invention 
that are chemically synthesized, or reproduced as peptide nucleic acids (PNA) or 
according to other methods known in the art. The use of PNAs would serve as'the 
preferred form if the polynucleotides are incorporated onto a solid support, or gene 
chip. For the purposes of the present invention, a peptide nucleic acid (PNA) is a 
polyamide type of DNA analog and the monomeric units for adenine, guanine, 
mymine and cytosine are available commerciaUy (Perceptive Biosystems). Certain 
components of DNA, such as phosphorus, phosphorus oxides, or deoxyribose 
derivatives, are not present in PNAs. As disclosed by P. B. Nielsen, M. Egholm, R. H 
Berg and O. Buchardt, Science 254, 1497 (1991); and M. Egholm, O. Buchardt 
L.Christensen, C. Behrens, S. M. Freier, D. A. Driver, R. H. Berg, S. K. Kim B 
Norden, and P. E. Nielsen, Nature 365, 666 (1993), PNAs bind specifically and 
tightly to complementary DNA strands and are not degraded by nucleases. In fact, 
PNA binds more strongly to DNA than DNA itself does. This is probably because' 
there is no electrostatic repulsion between the two strands, and also the polyamide 
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analysis. 

10 



^present— „ — — ■ 

horses rabbits and humans. Particularly preferred are humans. 
2 „ assodatcdwimmappmpriareac^^^ 

«Ma,»meprodu*orfc>mtlreqnan^ 

^etoanro.aanve.y^cn^^on.orbys.nrco^nr— . *W— 

3„ LanWnaop.aaiaahav.b^an.puiia.o,^^^^^ 
leukemia and carcinoma. (Gelmann et al, supra) 
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~o, a e lwlofc . mycisfcmdtobedowmegulate4 
^o„ NlmbwWO91/15580) However.ithasbeen^thatexpoLof 
^^^^^^^^^ ^ 

10 AC34Sa ■•"WCWW However, tbe skilled artisan wouMapprec^tti^ 

diseases, disordeis, and/or conditions of hematopoietic celis and tisL wlof ft 
nnmeions cells and centimes of va ™„. ■ • """"""^""Woflbe 
oroliWi ,. '"W^ofvar^gongms which arc known to exhibit 
proliferative phototypes. 

" h«hh.ion to aefeiegoing, .p 0lynucleoti<tecm „ 

20 m , . ' nPlehetaf °^ Mis *^».forinstanceLeeetal 
20 Nucleic Acids Research 6- 3073 llOTovf . ■»"•««., 

™ o. ju/3 (1979), coo^y a ^ s . 241-456 flMSV „„,, 

^^-^^^ao^haseshtlengthsnd 

<Z»7* ^ OT : e, " ,SdWM251 ' 13M(1W1 ))°'^^*e lf(a n as cnse 
I Necsochem. «: 56 0 ( 199I); Oligodcosy-nne,^ . ^ "~ 

^W^insshnt^ofRNAhsna^jD^ 
^ephde-Bothtechnion^^^^^^^ 
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tootosedhereincanbeusedtodesi^antoseor.ripl.tafepo.^cleotidestoan 

effort to treat or prevent disease. 

Polynucleotides of the present invention are also useful in gene therapy. One 
goal of gene Urerapyia to insertanotmal gene into an organic havtog a defecttve 
5 gene to an effort to corree. Ore goaetic defect. TlK polynucleotides disclosed m the 
P^invenSonofe.meanaof^ehug^^ehod^hr.nighfy-eu* 

manner. ^^^^^^^^^^ 
thereby ptodncing a new trait hi the host cell. 

Ttapolynucleottdeaarealsouaefulforidenufyingindivi^ 
10 biological sample,. Tbe United S^esnun^, for example, fa eonsid^ng the use o, 

tathis technique, an individual's genomic DNA is digested with one or more 
res «cuonen^e S ,andprobedonaSoum m blot to y>eldum< l ueband S for 

identifying personnel. This melhod does no. suflerftom the current Ihnitattons of 

15 •DogTags-wmchc^lc.t.swi.ch^^ 

■ difficult Thepo.yrmclcoudesofmeprcsen.mven.ioncanbou^asaddidona.DNA 

markers for RFLP. ^ 
Thepolynndeoudesofmepresentinvendonoanalsobauaed as an al.emat.ve 

to RFLP, by detenniningthe actual base-by-base DNA sequence of selected portions 
20 of an individual's genome. Theae sauces can be used. o prepare PCRpnmen. for 
amplifying and isolating such selected DNA, which can then be sequenced. Uamg 
t^lnnque, individual canbe^^ 

unique set of DNA sequences. Once an unique ID database ia eafcblished for an 

25 extremely small tissue samples. 

Forensic biology alao benefits from using DNA-based identification 
techniques as disolosed herein. DNA sequences taken from very small biological 

synovial fluid, amniotic fluid, breast mill, lymph, pulmonary spuuun or 
30 surfacUnturino.feealmaner.e.coanboampUfiedusingPClL bonepriorart 
technique, gene sequences amplified from polymorphic loci, such as Dr> class H 
HLA gene, are used in forensic biology .0 identify individuals. (Erbch, H., PCR 
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tt*-*»lta-««d&.(IM W Once ^ specific polyn^pbic loci ar, 
ampbned, ttey are digged with one or more restrict enzymes, Adding an 
*-t«Av set of bands on a Southern Wo. probed with DNA cortesponding ,„ me 
DQacIassIIHLAgene. Sfa il ar ly ,p„ lynu c 1 eo tt de30futep res en, illventioncanbe 
5 "sedaspolymoiphicmaticeraforforensicputposes. 

There is also a need for reagents capable of identifying the aoutne of a 
parttculasussue. Such need arises, for example, in forensics when presented with 
hssue of unknown origin. Appropriate reagents can co^, for example DNA 
probes or primers specific to particular tissue prepated fom foe sequent of foe 
presentinveuhon. Panels of such mag^ata can idenuiyussue by species and/or by 
organ type. * a similar fcshion, these reagent be used to screen tissue cuitutes 
tor contamination. 

In the very least, the polynucleotides of the present invention 

m the process of discovering novel polynucleotides, for selecting and making 
ohgomers for attachment to a "gene chip" or other support, to raise anti-DNA 
anybodies using DNA immunization techniques, and as an antigen to elicit an 
immune response. 

20 

Uses of the Piiypiptirir" 

^.fthepoly^desidennfiedherem^ben^mtmnn^w^ ne 
^^^^^^^^^^^^ 

AMnM, of thepsesea, mvesmon can be used to assaypmtein .evels in a 

holog.caisanmteusmga.hbody-basedte.hni.ues. For examp.e, protein expression 

m^eac^besrudiedwifodassicalinununomsfofogicalmefo^. (fataen M 

101 ' 976 " 985 °** ^ M ' « *« '• « ' ™ >««l 
3096( 1 9^.)Ofoexan ffl ,ody.hase J mefoodsu S ef U forde 1 ech, gpr „ tei ngene 

(EUS^andfoemmoimmunoassayCPJA). Suitable annlody assay iabebatetao™ 
- .odme (,25a, J21D , carbon (,4C), smfin (35S,, triuum (3H), indium (nj* md 
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technetium (99mTc), and fluorescent labels, such as fluorescein and rhodamine, and 
biotin. 

In addition to assaying secreted protein levels in a biological sample, proteins 
can also be detected in vivo by imaging. Antibody labels or markers for in vivo 
5 imaging of protein include those detectable by X-radiography, NMR or ESR For X- 
radiography, suitable labels include radioisotopes such as barium or cesium, which 
emit detectable radiation but are not overtly harmful to the subject. Suitable markers 
for NMR and ESR include those with a detectable characteristic spin, such as 
deuterium, which may be incorporated into the antibody by labeling of nutrients for 
10 the relevant hybridoma. 

A protein-specific antibody or antibody fragment which has been labeled with 
an appropriate detectable imaging moiety, such as a radioisotope (for example, 1311, 
1 12In, 99mTc), a radio-opaque substance, or a material detectable by nuclear 
magnetic resonance, is introduced (for example, parenterally, subcutaneously, or 
15 intraperitoneally) into the mammal. It will be understood in the art that the size of the 
subject and the imaging system used will determine the quantity of imaging moiety 
needed to produce diagnostic images. In the case of a radioisotope moiety, for a 
human subject, the quantity of radioactivity injected will normally range from about 5 
to 20 miUicuries of 99mTc. The labeled antibody or antibody fragment will then 
20 preferentially accumulate at the location of cells which contain the specific protein. 
In vivo tumor imaging is described in S.W. Burchiel et al., "Immunopharmacokinetics 
of Radiolabeled Antibodies and Their Fragments." (Chapter 13 in Tumor Imaging: 
The Radiochemical Detection of Cancer, S.W. Burchiel and B. A. Rhodes, eds., 
Masson Publishing Inc. (1982).) 
25 Thus, the invention provides a diagnostic method of a disorder, which 

' involves (a) assaying the expression of a polypeptide of the present invention in cells 
or body fluid of an individual; (b) comparing the level of gene expression with a 
standard gene expression level, whereby an increase or decrease in the assayed 
polypeptide gene expression level compared to the standard expression level is 
30 indicative of a disorder. With respect to cancer, the presence of a relatively high 
amount of transcript in biopsied tissue from an individual may indicate a 
predisposition for the development of the disease, or may provide a means for 
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detecting the disease prior to the appearance of actual clinical symptoms. A more 
definitive diagnosis of this type may allow health professionals to employ 
preventative measures or aggressive treatment earlier therehy preventing the 
development or further progression of the cancer. 

Moreover, polypeptides of the present invention can be used to treat, prevent, 
and/or diagnose disease. For example, patients can be administered a polypeptide of 
the present invention in an effort to replace absent or decreased levels of the 
polypeptide (e.g., insulin), to supplement absent or decreased levels of a different 
polypeptide (e.g., hemoglobin S for hemoglobin B, SOD, catalase, DNA repair 
proteins), to inhibit the activity of a polypeptide (e.g., an oncogene or tumor 
supressor), to activate the activity of a polypeptide (e.g., by binding to a receptor), to 
reduce the activity of a membrane bound receptor by competing with it for free ligand 
(e.g., soluble TNF receptors used in reducing inflammation), or to bring about a 
desired response (e.g., blood vessel growth inhibition, enhancement of the immune 
response to proliferative cells or tissues). 

Similarly, antibodies directed to a polypeptide of the present invention can 
also be used to treat, prevent, and/or diagnose disease. For example, administration of 
an antibody directed to a polypeptide of the present invention can bind and reduce 
overproduction of the polypeptide. Similarly, administration of an antibody can 
activate the polypeptide, such as by binding to a polypeptide bound to a membrane 
(receptor). 

At the very least, the polypeptides of the present invention can be used as 
molecular weight markers on SDS-PAGE gels or on molecular sieve gel filtration 
columns using methods well known to those of skill in the art. Polypeptides can also 
be used to raise antibodies, which in turn are used to measure protein expression from 
a recombinant cell, as a way of assessing transformation of the host cell. Moreover, 
the polypeptides of the present invention can be used to test the following biological 
activities. 
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riene Therapy Methods 

Another aspect of the present invention is to gene therapy methods for 
treatingor preventing disorders, diseases and conditions. The gene therapy methods 
relate to the introduction of nucleic acid (DNA, RNA and antisense DNA orRNA) 
5 sequences into an animal to achieve expression of a polypeptide of the present 

invention. This method requires a polynucleotide which codes for a polypeptide of the 
invention that operatively linked to a promoter and any other genetic elements 
necessary for the expression of the polypeptide by the target tissue. Such gene therapy 
and delivery techniques are known in the art, see, for example, WO90/1 1092, which 
10 is herein incorporated by reference. 

Thus, for example, cells from a patient may be engineered with a 
polynucleotide (DNA or RNA) comprising a promoter operably linked to a 
polynucleotide of the invention ex vivo, with the engineered cells then being provided 
to a patient to be treated with the polypeptide. Such methods are well-known in the 
15 art. For example, see Belldegrunet al., J. Natl. Cancer Inst., 85:207-216 (1993); 
Ferrantini et al., Cancer Research, 53:107-1112 (1993); Ferrantini et al., J. 
Immunology 153: 4604-4615 (1994); Kaido, T., et al., Int. J. Cancer 60: 221-229 
(1995); Ogura et al., Cancer Research 50: 5102-5106 (1990); Santodonato, et al., 
Human Gene Therapy 7:1-10 (1996); Santodonato, et al., Gene Therapy 4:1246-1255 
20 .(1997); and Zhang, et al., Cancer Gene Therapy 3: 31-38 (1996)), which are herein 
incorporated by reference. In one embodiment, the cells which are engineered are 
arterial cells. The arterial cells may be reintroduced into Ihe patient through direct 
injection to the artery, the tissues surrounding the artery, or through catheter injection. 
As discussed in more detail below, the polynucleotide constructs can be 
25 delivered by any method that delivers injectable materials to the cells of an animal, 
such as, injection into the interstitial space of tissues (heart, muscle, skin, lung, liver, 
and the like). The polynucleotide constructs may be delivered in a pharmaceutically 
acceptable liquid or aqueous carrier. 

In one embodiment, the polynucleotide of the invention is delivered as a naked 
30 polynucleotide. The term "naked" polynucleotide, DNA or RNA refers to sequences 
that are free from any delivery vehicle that acts to assist, promote or facilitate entry 
into the ceU, including viral sequences, viral particles, liposome formulations, 



WO 01/55430 



PCT/US01/01431 



153 



0 



5 



) 



lipofectin or precipitating agents and the like. However, the polynucleotides of the 
invention can also be delivered in liposome formulations and lipofectin formulations 
and the like can be prepared by methods well known to those skilled in the art. Such 
methods are described, for example, in U.S. Patent Nos. 5,593,972, 5,589,466, and 
5,580,859, which are herein incorporated by reference. 

The polynucleotide vector constructs of the invention used in the gene therapy 
method are preferably constructs that will not integrate into the host genome nor will 
they contain sequences that allow for replication. Appropriate vectors include 
pWLNEO, pSV2CAT, pOG44, pXTl aud pSG available from Stratagene; pSVK3, 
pBPV, pMSG and pSVL available from Pharmacia; and pEFl/V5, pcDNA3.1, and 
pRc/CMV2 available from Invitrogen. Other suitable vectors will be readily apparent 
to the skilled artisan. 

Any strong promoter known to those skilled in the art can be used for driving 
the expression of polynucleotide sequence of the inventioa Suitable promoters 
include adenoviral promoters, such as the adenoviral major late promoter; or 
heterologous promoters, such as the cytomegalovirus (CMV) promoter, the 
respiratory syncytial virus (RSV) promoter, inducible promoters, such as the MMT 
promoter, themetallothionein promoter; heat shock promoters; the albumin promoter; 
the ApoAI promoter; human globin promoters; viral thymidine kinase promoters, 
such as the Herpes Simplex thymidine kinase promoter; retroviral LTRs; the b-actin 
promoter; and human growth hormone promoters. The promoter also may be the 
native promoter for the polynucleotides of the invention. 

Unlike other gene therapy techniques, one major advantage of introducing 
naked nucleic acid sequences into target cells is the transitory nature of the 
polynucleotide synthesis in the cells. Studies have shown that non-repKcating DNA 
sequences can be introduced into cells to provide production of the desired 
polypeptide for periods of up to six months. 

The polynucleotide construct of the invention can be delivered to the interstitial 
space of tissues within the an animal, including of muscle, skin, brain, lung, liver, 
spleen, bone marrow, thymus, heart, lymph, blood, bone, cartilage, pancreas, kidney, 
gall bladder, stomach, intestine, testis, ovary, uterus, rectum, nervous system, eye, 
gland, and connective tissue. Interstitial space of the tissues comprises the interceUular, 
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fluid, mucopolysaccharide matrix among the reticular fibers of organ tissues, elastic 
fibers in the walls of vessels or chambers, collagen fibers of fibrous tissues, or that 
same matrix within connective tissue ensheathing muscle cells or in the lacunae of 
bone. It is similarly the space occupied by the plasma of the circulation and the lymph 
5 fluid of the lymphatic channels. Delivery to the interstitial space of muscle tissue is 
preferred for the reasons discussed below. They may be conveniently delivered by 
injection into the tissues comprising these cells. They are preferably delivered to and 
expressed in persistent, non-dividing cells which are differentiated, although delivery 
and expression may be achieved in non-differentiated or less completely differentiated 

10 cells, such as, for example, stem cells of blood or skin fibroblasts. In vivo muscle cells 
are particularly competent in their ability to take up and express polynucleotides. 

For the nakedrtwc/ezc acid sequence injection, an effective dosage amount of 
DNA or RNA will be in the range of from about 0.05 mg/kg body weight to about 50 
mg/kg body weight. Preferably the dosage will be from about 0.005 mg/kg to about 20 

1 5 mg/kg and more preferably from about 0.05 mg/kg to about 5 mg/kg. Of course, as 
the artisan of ordinary skill will appreciate, this dosage will vary according to the 
tissue site of injection. The appropriate and effective dosage of nucleic acid sequence 
can readily be determined by those of ordinary skill in the art and may depend on the 
condition being treated and the route of administration. 

20 The preferred route of administration is by the parenteral route of injection 

into the interstitial space of tissues. However, other parenteral routes may also be 
used, such as, inhalation of an aerosol formulation particularly for delivery to lungs or 
bronchial tissues, throat or mucous membranes of the nose. In addition, naked DNA 
constructs can be delivered to arteries during angioplasty by the catheter used in the 

25 procedure. 

The naked polynucleotides are delivered by any method known in the art, 
including, but not limited to, direct needle injection at the delivery site, intravenous 
injection, topical administration, catheter infusion, and so-called "gene guns". These 
delivery methods are known in the art. 
3.0 The constructs may also be delivered with delivery vehicles such as viral 

sequences, viral particles, liposome formulations, Iipofectin, precipitating agents, etc. 
Such methods of delivery are known in the art. 
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In certain embodiments, the polynucleotide constructs of the invention are 
complexed in a liposome preparation. Liposomal preparations for use in the instant 
invention include cationic (positively charged), anionic (negatively charged) and 
neutral preparations. However, cationic liposomes are particularly preferred because a 
5 tight charge complex can be formed between the cationic liposome and the 
polyanionic nucleic acid. Cationic liposomes have been shown to mediate 
intracellular delivery of plasmid DNA (Feigner et al., Proc. Natl. Acad. Sci. USA , 
84:7413-7416 (1987), which is herein incorporated by reference); mRNA (Malone et 
al., Proc. Natl. Acad. Sci. USA , 86:6077-6081 (1989), which is herein incorporated 
10 by reference); and purified transcription factors (Debs et al., J. Biol. Chem., 

265:10189-10192 (1990), which is herein incorporated by reference), in functional 
form. 

Cationic liposomes are readily available. For example, 
N[l-2,3-dioleyloxy)propyl]-N^,N-triethylammoniiim (DOTMA) liposomes are 
1 5 particularly useful and are available under the trademark Lipofectin, from GDBCO 
BRL, Grand Island, N.Y. (See, also, Feigner et al., Proc. Natl Acad. Sci. USA , 
84:7413-7416 (1987), which is herein incorporated by reference). Other commercially 
available liposomes include transfectace (DDAB/DOPE) and DOTAP/DOPE 
(Boehringer). 

20 Other cationic liposomes can be prepared from readily available materials 

using techniques well known in the art See, e.g. PCT Publication NO: WO 90/1 1092 
(which is herein incorporated by reference) for a description of the synthesis of 
DOTAP (l,2-bis(oleoyloxy)-3-(trimethylainmonio)propane) liposomes. Preparation 
of DOTMA liposomes is explained in the literature, see, e.g., Feigner et al., Proc. 

25 Natl. Acad. Sci. USA, 84:7413-7417, which is herein incorporated by reference. 

Similar methods can be used to prepare liposomes from other cationic lipid materials. 

Similarly, anionic and neutral liposomes are readily available, such as from 
Avanti Polar Lipids (Birmingham, Ala.), or can be easily prepared using readily 
available materials. Such materials include phosphatidyl, choline, cholesterol, 

30 phosphatidyl ethanolamine, dioleoylphosphatidyl choline (DOPC), 

dioleoylphosphatidyl glycerol (DOPG), dioleoylphoshatidyl ethanolamine (DOPE), 
among others. These materials can also be mixed with the DOTMA and DOTAP 
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starting materials in appropriate ratios. Methods for making liposomes using these 
materials are well known in the art. 

For example, commercially dioleoylphosphatidyl choline (DOPC), 
dioleoylphosphatidyl glycerol (DOPG), and dioleoylphosphatidyl ethanolamine 
5 (DOPE) can be used in various combinations to make conventional liposomes, with or 
without the addition of cholesterol. Thus, for example, DOPG/DOPC vesicles can be 
prepared by drying 50 mg each of DOPG and DOPC under a stream of nitrogen gas 
into a sonication vial. The sample is placed under a vacuum pump overnight and is 
hydrated the following day with deionized water. The sample is then sonicated for 2 
1 0 hours in a capped vial, using a Heat Systems model 350 sonicator equipped with an 
inverted cup (bath type) probe at the maximum setting while the bath is circulated at 
15EC Alternatively, negatively charged vesicles can be prepared without sonication 
to produce multilamellar vesicles or by extrusion through nucleopore membranes to 
produce unilamellar vesicles of discrete size. Other methods are known and available 
15 to those of skill in the art. 

The liposomes can comprise multilamellar vesicles (MLVs), small unilamellar 
vesicles (SUVs), or large unilamellar vesicles (LUVs), with SUVs being preferred. 
The various liposome-nucleic acid complexes are prepared using methods well known 
in the art. See, e.g., Straubinger et al., Methods of Immunology , 101:512-527 (1983), 
20 which is herein incorporated by reference. For example, MLVs containing nucleic 
acid can be prepared by depositing a thin film of phospholipid on the walls of a glass 
tube and subsequently hydrating with a solution of the material to be encapsulated. 
SUVs are prepared by extended sonication of MLVs to produce a homogeneous 
population of unilamellar liposomes. The material to be entrapped is added to a 
25 suspension of preformed MLVs and then sonicated. When using liposomes containing 
cationic lipids, the dried lipid film is resuspended in an appropriate solution such as 
sterile water or an isotonic buffer solution such as 10 mM Tris/NaCl, sonicated, and 
then the preformed liposomes are mixed directly with the DNA. The liposome and 
DNA form a very stable complex due to binding of the positively charged liposomes 
30 to the cationic DNA. SUVs find use with small nucleic acid fragments. LUVs are 
prepared by a number of methods, well known in the art. Commonly used methods 
include Ca 2+ -EDTA chelation (Papahadjopoulos et al., Biochim. Biophys. Acta, 
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394:483 (1975); Wilson et al., Cell , 17:77 (1979)); ether injection (Deamer et al., 
Biochim. Biophys. Acta, 443:629 (1976); Ostro et al., Biochem. Biophys. Res. 
Commun., 76:836 (1977); Fraley et al., Proc. Natl. Acad. Sci. USA 76:3348 (1979)); 
detergent dialysis (Enoch et al., Proc. Natl. Acad. Sci. USA , 76:145 (1979)); and 
5 reverse-phase evaporation (REV) (Fraley et al., J. Biol. Chem., 255:10431 (1980); 
Szoka et al., Proc. Natl. Acad. Sci. USA , 75:145 (1978); Schaefer-Ridder et al., 
Science, 215:166 (1982)), which are herein incorporated by reference. 

Generally, the ratio of DNA to liposomes will be from about 10:1 to about 
1:10. Preferably, the ration will be from about 5:1 to about 1:5. More preferably, the 
10 ration will be about 3:1 to about 1 :3. Still more preferably, the ratio will be about 1:1. 

U.S. Patent NO: 5,676,954 (which is herein incorporated by reference) reports 
on the injection of genetic material, complexed with cationic liposomes carriers, into 
mice. U.S. Patent Nos. 4,897,355, 4,946,787, 5,049,386, 5,459,127, 5,589,466, 
5,693,622, 5,580,859, 5,703,055, and international publication NO: WO 94/9469 
1 5 (which are herein incorporated by reference) provide cationic lipids for use in 

transferring DNA into cells and mammals. U.S. Patent Nos. 5,589,466, 5,693,622, 
5,580,859, 5,703,055, and international publication NO: WO 94/9469 (which are 
herein incorporated by reference) provide methods for delivering DNA-cationic lipid 
complexes to mammals 

20 In certain embodiments, cells are engineered, ex vivo or in vivo, using a 

retroviral particle containing RNA which comprises a sequence encoding 
polypeptides of the invention. Retroviruses from which the retroviral plasmid vectors 
may be derived include, but are not limited fo, Moloney Murine Leukemia Virus, 
spleen necrosis virus, Rous sarcoma Virus, Harvey Sarcoma Virus, avian leukosis 
. 25 virus, gibbon ape leukemia virus, human immunodeficiency virus, Myeloproliferative 
Sarcoma Virus, and mammary tumor virus. 

The retroviral plasmid vector is employed to transduce packaging cell lines to 
form producer cell lines. Examples of packaging cells which may be transfected 
include, but are not limited to, the PE501, PA317, R-2, R-AM, PA12, T19-14X, VT- 
30 1 9-17-H2, RCRE, RCRIP, GP+E-86, GP+envAml2, and DAN cell lines as described 
in Miller, Human Gene Therapy , 1:5-14 (1990), which is incorporated herein by 
reference in its entirety. The vector may transduce the packaging cells through any 
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means known in the art. Such means include, but are not limited to, electroporation, 
the use of liposomes, and CaP04 precipitation. In one alternative, the retroviral 
plasmid vector may be encapsulated into a liposome, or coupled to a lipid, and then 
administered to a host. 

5 The producer cell line generates infectious retroviral vector particles which 

include polynucleotide encoding polypeptides of the invention. Such retroviral vector 
particles then may be employed, to transduce eukaryotic cells, either in vitro or in 
vivo. The transduced eukaryotic cells will express polypeptides of the invention. 
In certain other embodiments, cells are engineered, ex vivo or in vivo y with 

10 polynucleotides of the invention contained in an adenovirus vector. Adenovirus can 
be manipulated such that it encodes and expresses polypeptides of the invention, and 
at the same time is inactivated in terms of its ability to replicate in a normal lytic viral 
life cycle. Adenovirus expression is achieved without integration of the viral DNA 
into the host cell chromosome, thereby alleviating concerns about insertional 

1 5 mutagenesis. Furthermore, adenoviruses have been used as live enteric vaccines for 
many years with an excellent safety profile (Schwartzet al., Am. Rev. Respir. Dis., 
109:233-238 (1974)). Finally, adenovirus mediated gene transfer has been 
demonstrated in a number of instances including transfer of alpha- 1 -antitrypsin and 
CFTR to the lungs of cotton rats (Rosenfeld et al.,Science , 252:431-434 (1991); 

20 Rosenfeld et al, Cell, 68:143-155 (1992)). Furthermore, extensive studies to attempt 
to establish adenovirus as a causative agent in human cancer were uniformly negative 
(Green et al. Proc. Natl. Acad. Sci. USA , 76:6606 (1979)). 

Suitable adenoviral vectors useful in the present invention are described, for 
example, in Kozarsky and Wilson, Curr. Opin. Genet. Devel, 3:499-503 (1993); 

25 Rosenfeld et al., Cell , 68:143-155 (1992); Engelhardt et al., Human Genet. Ther., 
4:759-769 (1993); Yang et al., Nature Genet., 7:362-369 (1994); Wilson et al., 
Nature , 365:691-692 (1993); and U.S. Patent NO: 5,652,224, which are herein 
incorporated by reference. For example, the adenovirus vector Ad2 is useful and can 
be grown in human 293 cells. These cells contain the El region of adenovirus and 

30 constitutive!/ express Ela and Elb, which complement the defective adenoviruses by 
providing the products of the genes deleted from the vector. In addition to Ad2, other 
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varieties of adenovirus (e.g., Ad3, Ad5, and Ad7) are also useful in the present 
invention. 

Preferably, the adenoviruses used in the present invention are replication 
deficient. Replication deficient adenoviruses require the aid of a helper virus and/or 
packaging cell line to form infectious particles. The resulting virus is capable of 
infecting cells and can express a polynucleotide of interest which is operably linked to 
a promoter, but cannot replicate in most cells. Replication deficient adenoviruses 
may be deleted in one or more of all or a portion of the following genes: El a, Elb, 
E3, E4, E2a, or LI through L5. 

In certain other embodiments, the cells are engineered, ex vivo or in vivo, 
using an adeno-associated virus (AAV). AAVs are naturally occurring defective 
viruses that require helper viruses to produce infectious particles (Muzyczka, Curr. 
Topics in Microbiol. Immunol., 158:97 (1992)). It is also one of the few viruses that 
may integrate its DNA into non-dividing cells. Vectors containing as little as 300 base 
pairs of AAV can be packaged and can integrate, but space for exogenous DNA is 
limited to about 4.5 kb. Methods for producing and using such AAVs are known in 
the art. See, for example, U.S. Patent Nos. 5,139,941, 5,173,414, 5,354,678, 
5,436,146, 5,474,935, 5,478,745, and 5,589,377. 

For example, an appropriate AAV vector for use in the present invention will 
include all the sequences necessary for DNA replication, encapsidation, and host-cell 
integration. The polynucleotide construct containing polynucleotides of the invention 
is inserted into the AAV vector using standard cloning methods, such as those found 
in Sambrook et al., Molecular Cloning: A Laboratory Manual, Cold Spring Harbor 
Press (1989). The recombinant AAV vector is then transfected into packaging cells 
which are infected with a helper virus, using any standard technique, including 
lipofection, electroporation, calcium phosphate precipitation, etc. Appropriate helper 
viruses include adenoviruses, cytomegaloviruses, vaccinia viruses, or herpes viruses. 
Once the packaging cells are transfected and infected, they will produce infectious 
AAV viral particles which contain the polynucleotide construct of the invention. 
These viral particles are then used to transduce eukaryotic cells, either ex vivo or in 
vivo. The transduced cells will contain the polynucleotide construct integrated into its 
genome, and will express the desired gene product. 
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Another method of gene therapy involves operably associating heterologous 
control regions and endogenous polynucleotide sequences (e.g. encoding the 
polypeptide sequence of interest) via homologous recombination (see, e.g., U.S. 
Patent NO: 5,641,670, issued June 24, 1997; International Publication NO: WO 
96/29411, published September 26, 1996; International Publication NO: WO 
94/12650, published August 4, 1994; Roller et al., Proc. Natl. Acad. Sci. USA, 
86:8932-8935 (1989); and Zijlstra et al., Nature, 342:435-438 (1989). This method 
involves the activation of a gene which is present in the target cells, but which is not 
normally expressed in the cells, or is expressed at a lower level than desired. 

Polynucleotide constructs are made, using standard techniques known in the 
art, which contain the promoter with targeting sequences flanking the promoter. 
Suitable promoters are described herein. The targeting sequence is sufficiently 
complementary to an endogenous sequence to permit homologous recombination of 
the promoter-targeting sequence with the endogenous sequence. The targeting 
sequence will be sufficiently near the 5 ' end of the desired endogenous 
polynucleotide sequence so the promoter will be operably linked to the endogenous 
sequence upon homologous recombination. 

The promoter and the targeting sequences can be amplified using PCR. 
Preferably, the amplified promoter contains distinct restriction enzyme sites on the 5' 
and 3' ends. Preferably, the 3 ' end of the first targeting sequence contains the same 
restriction enzyme site as the 5 ' end of the amplified promoter and the 5' end of the 
second targeting sequence contains the same restriction site as the 3 ' end of the 
amplified promoter. The amplified promoter and targeting sequences are digested 
and ligated together. 

The promoter-targeting sequence construct is delivered to the cells, either as 
naked polynucleotide, or in conjunction with transfection-facilitating agents, such as 
liposomes, viral sequences, viral particles, whole viruses, lipofection, precipitating 
agents, etc., described in more detail above. The P promoter-targeting sequence can 
be delivered by any method, included direct needle injection, intravenous injection, 
topical administration, catheter infusion, particle accelerators, etc. The methods are 
described in more detail below. 
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The promoter-targeting sequence construct is taken up by cells. Homologous 
recombination between the construct and the endogenous sequence takes place, such 
that an endogenous sequence is placed under the control of the promoter. The 
promoter then drives the expression of the endogenous sequence. 

The polynucleotides encoding polypeptides of the present invention may be 
administered along with other polynucleotides encoding other angiongenic proteins. 
Angiogenic proteins include, but are not limited to, acidic and basic fibroblast growth 
factors, VEGF-1, VEGF-2 (VEGF-C), VEGF-3 (VEGF-B), epidermal growth factor 
alpha and beta, platelet-derived endothelial cell growth factor, platelet-derived growth 
factor, tumor necrosis factor alpha, hepatocyte growth factor, insulin like growth 
factor, colony stimulating factor, macrophage colony stimulating factor, 
granulocyte/macrophage colony stimulating factor, and nitric oxide synthase. 

Preferably, the polynucleotide encoding a polypeptide of the invention 
contains a secretory signal sequence that facilitates secretion of the protein. 
Typically, the signal sequence is positioned in the coding region of the polynucleotide 
to be expressed towards or at the 5' end of the coding region. The signal sequence 
may be homologous or heterologous to the polynucleotide of interest and may be 
homologous or heterologous to the cells to be transfected. Additionally, the signal 
sequence may be chemically synthesized using methods known in the art. 

Any mode of administration of any of the above-described polynucleotides 
constructs can be used so long as the mode results in the expression of one or more 
molecules in an amount sufficient to provide a therapeutic effect This includes direct 
needle injection, systemic injection, catheter infusion, biolistic injectors, particle 
accelerators (i.e., "gene guns"), gelfoam sponge depots, other commercially available 
depot materials, osmotic pumps (e.g., Alza minipumps), oral or suppositorial solid 
(tablet or pill) pharmaceutical formulations, and decanting or topical applications 
during surgery. For example, direct injection of naked calcium 
phosphate-precipitated plasmid into rat liver and rat spleen or a protein-coated 
plasmid into the portal vein has resulted in gene expression of the foreign gene in the 
rat livers. (Kaneda et al., Science, 243:375 (1989)). 

A preferred method of local adniinistration is by direct injection. Preferably, a 
recombinant molecule of the present invention complexed with a delivery vehicle is 
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administered by direct injection into or locally within the area of arteries. 
Administration of a composition locally within the area of arteries refers to injecting 
the composition centimeters and preferably, millimeters within arteries. 

Another method of local administration is to contact a polynucleotide 
5 construct of the present invention in or around a surgical wound. For example, a 
patient can undergo surgery and the polynucleotide construct can be coated on the 
surface of tissue inside the wound or the construct can be injected into areas of tissue 
inside the wound. 

Therapeutic compositions useful in systemic administration, include 
10 recombinant molecules of the present invention complexed to a targeted delivery 
vehicle of the present invention. Suitable delivery vehicles for use with systemic 
administration comprise liposomes comprising ligands for targeting the vehicle to a 
particular site. 

Preferred methods of systemic administration, include intravenous injection, 

1 5 aerosol, oral and percutaneous (topical) delivery. Intravenous injections can be 

performed using methods standard in the art. Aerosol delivery can also be performed 
using methods standard in the art (see, for example, Stribling et al., Proc. Natl. Acad. 
Sci. USA, 189:11277-11281 (1992), which is incorporated herein by reference). Oral 
delivery can be performed by complexing a polynucleotide construct of the present 

20 invention to a carrier capable of withstanding degradation by digestive enzymes in the 
gut of an animal. Examples of such carriers, include plastic capsules or tablets, such 
as those known in the art. Topical delivery can be performed by mixing a 
polynucleotide construct of the present invention with a lipophilic reagent (e.g., 
DMSO) that is capable of passing into the skin. 

25 Determining an effective amount of substance to be delivered can depend 

upon a number of factors including, for example, the chemical structure and 
biological activity of the substance, the age and weight of the animal, the precise 
condition requiring treatment and its severity, and the route of administration. The 
frequency of treatments depends upon a number of factors, such as the amount of 

30 polynucleotide constructs administered per dose, as well as the health and history of 
the subject. The precise amount, number of doses, and timing of doses will be 
determined by the attending physician or veterinarian. Therapeutic compositions of 
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the present invention can be administered to any animal, preferably to mammals and 
birds. Preferred mammals include humans, dogs, cats, mice, rats, rabbits sheep, cattle, 
horses and pigs, with humans being particularly 

5 Biological Activities 

The polynucleotides or polypeptides, or agonists or antagonists of the present 
invention can be used in assays to test for one or more biological activities. If these 
polynucleotides and polypeptides do exhibit activity in a particular assay, it is likely 
that these molecules maybe involved in the diseases associated with the biological 
10 activity. Thus, the polynucleotides or polypeptides, or agonists or antagonists could 
be used to treat the associated disease. 

Polynucleotides, translation products and antibodies corresponding to this 
gene may be useful for the diagnosis, prognosis, prevention, and/or treatment of 
diseases and/or disorders associated with the following systems. 

15 

Immune Activity 

Polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention may be useful in treating, preventing, diagnosing and/or prognosing 

20 diseases, disorders, and/or conditions of the immune system, by, for example, 

activating or inhibiting the proliferation, differentiation, or mobilization (chemotaxis) 
of immune cells. Immune cells develop through a process called hematopoiesis, 
producing myeloid (platelets, red blood cells, neutrophils, and macrophages) and 
lymphoid (B and T lymphocytes) cells from pluripotent stem cells. The etiology of 

25 these immune diseases, disorders, and/or conditions maybe genetic, somatic, such as 
cancer and some autoimmune diseases, acquired (e.g., by chemotherapy or toxins), or 
infectious. Moreover, polynucleotides, polypeptides, antibodies, and/or agonists or 
antagonists of the present invention can be used as a marker or detector of a particular 
immune system disease or disorder. 

30 In another embodiment, a polypeptide of the invention, or polynucleotides, 

antibodies, agonists, or antagonists corresponding to that polypeptide, may be used to 
treat diseases and disorders of the immune system and/or to inhibit or enhance an 
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immune response generated by cells associated with the tissue(s) in which the 
polypeptide of the invention is expressed, including one, two, three, four, five, or 
more tissues disclosed in Table 1, column 8 (Tissue Distribution Library Code). 

Polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
5 present invention may be useful in treating, preventing, diagnosing, and/or prognosing 
immunodeficiencies, including both congenital and acquired immunodeficiencies. 
Examples of B cell immunodeficiencies in which immunoglobulin levels B cell 
function and/or B cell numbers are decreased include: X-linked agammaglobulinemia 
(Bruton's disease), X-linked infantile agammaglobulinemia, X-linked 
10 immunodeficiency with hyper IgM, non X-linked immunodeficiency with hyper IgM, 
X-linked lymphoprofiferative syndrome (XL?), agammaglobulinemia including 
congenital and acquired agammaglobulinemia, adult onset agammaglobulinemia, late- 
onset agammaglobuhnemia, dysgammaglobidinemia, hypogammaglobulinemia, 
unspecified hypogammaglobulinemia, recessive agammaglobulinemia (Swiss type), 
15 Selective IgM deficiency, selective IgA deficiency, selective IgG subclass 

deficiencies, IgG subclass deficiency (with or without IgA deficiency), Ig deficiency 
with increased IgM, IgG and IgA deficiency with increased IgM, antibody deficiency 
with normal or elevated Igs, Ig heavy chain deletions, kappa chain deficiency, B cell 
lymphoprofiferative disorder (BLPD), common variable immunodeficiency (CVID), 
20 common variable immunodeficiency (CVI) (acquired), and transient 
hvpogainmaglobulmemia of infancy. 

In specific embodiments, ataxia-telangiectasia or conditions associated with 
ataxia-telangiectasia are treated, prevented, diagnosed, and/or prognosing using the 
polypeptides or polynucleotides of the invention, and/or agonists or antagonists 
25 thereof. 

Examples of congenital immunodeficiencies in which T cell and/or B cell 
function and/or number is decreased include, but are not limited to: DiGeorge 
anomaly, severe combined immunodeficiencies (SCID) (including, but not limited to, 
X-linked SCID, autosomal recessive SCID, adenosine deaminase deficiency, purine 
30 nucleoside phosphorylase (PNP) deficiency, Class H MHC deficiency (Bare 

lymphocyte syndrome), Wiskott-Aldrich syndrome, and ataxia telangiectasia), thymic 
hypoplasia, third and fourth pharyngeal pouch syndrome, 22ql 1.2 deletion, chronic 
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mucocutaneous candidiasis, natural killer cell deficiency (NK), idiopathic CD4+ T- 
lymphocytopenia, immunodeficiency with predominant T cell defect (unspecified), 
and unspecified immunodeficiency of cell mediated immunity. 

In specific embodiments, DiGeorge anomaly or conditions associated with 
DiGeorge anomaly are treated, prevented, diagnosed, and/or prognosed using 
polypeptides or polynucleotides of the invention, or antagonists or agonists thereof. 

Other immunodeficiencies that may be treated, prevented, diagnosed, and/or 
prognosed using polypeptides or polynucleotides of the invention, and/or agonists or 
antagonists thereof, include, but are not limited to, chronic granulomatous disease, 
Chediak-Higashi syndrome, myeloperoxidase deficiency, leukocyte glucose-6- 
phosphate dehydrogenase deficiency, X-linked lymphoproliferative syndrome (XLP), 
leukocyte adhesion deficiency, complement component deficiencies (including CI, 
C2, C3, C4, C5, C6, C7, C8 and/or C9 deficiencies), reticular dysgenesis, thymic 
alymphoplasia-aplasia, immunodeficiency with thymoma, severe congenital 
leukopenia, dysplasia with immunodeficiency, neonatal neutropenia, short limbed 
dwarfism, and Nezelof syndrome-combined immunodeficiency with Igs. 

In a preferred embodiment, the immunodeficiencies and/or conditions 
associated with the immunodeficiencies recited above are treated, prevented, 
diagnosed and/or prognosed using polynucleotides, polypeptides, antibodies, and/or 
20 agonists or antagonists of the present invention. 

In a preferred embodiment polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention could be used as an agent to boost 
immunoresponsiveness among immunodeficient individuals. In specific 
emb(>diments, polynucleotides, polypeptides, antibodies, and/or agonists or 
25 antagonists of the present invention could be used as an agent to boost 

immunoresponsiveness among B cell and/or T cell immunodeficient individuals. 

The polynucleotides, polypeptides, antibodies, and/or agonists or antagonists 
of the present invention may be useful in treating, preventing, diagnosing and/or 
proposing autoimmune disorders. Many autoimmune disorders result from 
30 inappropriate recognition of self as foreign material by immune cells. This 

inappropriate recognition results in an immune response leading to the destruction of 
the host tissue. Therefore, the adniinistration of polynucleotides and polypeptides of 



WO 01/55430 



PCT7US01/01431 



166 



the invention that can inhibit an immune response, particularly the proliferation, 
differentiation, or chemotaxis of T-cells, may be an effective therapy in preventing 

autoimmune disorders. 

Autoimmune diseases or disorders that may be treated, prevented, diagnosed 
5 and/or prognosed by polynucleotides, polypeptides, antibodies, and/or agonists or 
antagonists of the present invention include, but are not limited to, one or more of the 
following: systemic lupus erythematosus, rheumatoid arthritis, ankylosing 
spondylitis, multiple sclerosis, autoimmune thyroiditis, Hashimoto's thyroiditis, 
autoimmune hemolytic anemia, hemolytic anemia, thrombocytopenia, autoimmune 
10 thrombocytopenia purpura, autoimmune neonatal thrombocytopenia, idiopathic 
thrombocytopenia purpura, purpura (e.g., Henloch-Scoenlein purpura), 
autoimmunocytopenia, Goodpasture's syndrome, Pemphigus vulgaris, myasthenia 
gravis, Grave's disease (hyperthyroidism), and insulin-resistant diabetes mellitus. 
Additional disorders that are likely to have an autoimmune component that 
15 may be treated, prevented, and/or diagnosed with the compositions of the invention 
include, but are not limited to, type H collagen-induced arthritis, antiphospholipid 
syndrome, dermatitis, allergic encephalomyelitis, myocarditis, relapsing 
polychondritis, rheumatic heart disease, neuritis, uveitis ophthalmia, 
polyendocrinopathies, Reiter's Disease, Stiff-Man Syndrome, autoimmune pulmonary 
20 inflammation, autism, Guillain-Barre Syndrome, insulin dependent diabetes mellitus, 
and autoimmune inflammatory eye disorders. 

Additional disorders that are likely to have an autoimmune component that 
may be treated, prevented, diagnosed and/or prognosed with the compositions of the 
invention include, but are not limited to, scleroderma with anti-collagen antibodies 
25 (often characterized, e.g., by nucleolar and other nuclear antibodies), mixed 
connective tissue disease (often characterized, e.g., by antibodies to extractable 
nuclear antigens (e.g., ribonucleoprotein)), polymyositis (often characterized, e.g., by 
nonhistone ANA), pernicious anemia (often characterized, e.g., by antiparietal cell, 
microsomes, and intrinsic factor antibodies), idiopathic Addison's disease (often 
30 characterized, e.g., by humoral and cell-mediated adrenal cytotoxicity, infertility 
(often characterized, e.g., by antispermatozoal antibodies), glomerulonephritis (often 
characterized, e.g., by glomerular basement membrane antibodies or immune 
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complexes), bullous pemphigoid (often characterized, e.g., by IgG and complement in 
basement membrane), Sjogren's syndrome (often characterized, e.g., by multiple 
tissue antibodies, and/or a specific nonhistone ANA (SS-B)), diabetes mellitus (often 
characterized, e.g., by cell-mediated and humoral islet cell antibodies), and adrenergic 
drug resistance (including adrenergic drug resistance with asthma or cystic fibrosis) 
(often characterized, e.g., by beta-adrenergic receptor antibodies). 

Additional disorders that may have an autoimmune component that may be 
treated, prevented, diagnosed and/or prognosed with the compositions of the 
invention include, but are not limited to, chronic active hepatitis (often characterized, 
e.g., by smooth muscle antibodies), primary biliary cirrhosis (often characterized, e.g., 
by mitochondria antibodies), other endocrine gland failure (often characterized, e.g., 
by specific tissue antibodies in some cases), vitiligo (often characterized, e.g., by 
melanocyte antibodies), vasculitis (often characterized, e.g., by Ig and complement in 
vessel walls and/or low serum complement), post-MI (often characterized, e.g., by 
myocardial antibodies), cardiotomy syndrome (often characterized, e.g., by 
myocardial antibodies), urticaria (often characterized, e.g., by IgG and IgM antibodies 
to IgE), atopic dermatitis (often characterized, e.g., by IgG and IgM antibodies to 
IgE), asthma (often characterized, e.g., by IgG and IgM antibodies to IgE), and many 
other inflammatory, granulomatous, degenerative, and atrophic disorders. 

In a preferred embodiment, the autoimmune diseases and disorders and/or 
conditions associated with the diseases and disorders recited above are treated, 
prevented, diagnosed and/or prognosed using for example, antagonists or agonists, 
polypeptides or polynucleotides, or antibodies of the present invention. In a specific 
preferred embodiment, rheumatoid arthritis is treated, prevented, and/or diagnosed 
using polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention. 

In another specific preferred embodiment, systemic lupus erythematosus is 
treated, prevented, and/or diagnosed using polynucleotides, polypeptides, antibodies, 
and/or agonists or antagonists of the present invention, m another specific preferred 
embodiment, idiopathic thrombocytopenia purpura is treated, prevented, and/or 
diagnosed using polynucleotides, polypeptides, antibodies, and/or agonists or 
antagonists of the present invention. 
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In another specific preferred embodiment IgA nephropathy is treated, 
prevented, and/or diagnosed using polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention. 

In a preferred embodiment, the autoimmune diseases and disorders and/or 
5 conditions associated with the diseases and disorders recited above are treated, 
prevented, diagnosed and/or prognosed using polynucleotides, polypeptides, 
antibodies, and/or agonists or antagonists of the present invention 

In preferred embodiments, polypeptides, antibodies, polynucleotides and/or 
agonists or antagonists of the present invention are used as a immunosuppressive 
10 agent(s). 

Polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention may be useful in treating, preventing, prognosing, and/or diagnosing 
diseases, disorders, and/or conditions of hematopoietic cells. Polynucleotides, 
polypeptides, antibodies, and/or agonists or antagonists of the present invention could 
15 be used to increase differentiation and proliferation of hematopoietic cells, including 
the pluripotent stem cells, in an effort to treat or prevent those diseases, disorders, 
and/or conditions associated with a decrease in certain (or many) types hematopoietic 
cells, including but not limited to, leukopenia, neutropenia, anemia, and 
thrombocytopenia. Alternatively, Polynucleotides, polypeptides, antibodies, and/or 
20 agonists or antagonists of the present invention could be used to increase 

differentiation and proliferation of hematopoietic cells, including the pluripotent stem 
cells, in an effort to treat or prevent those diseases, disorders, and/or conditions 
associated with an increase in certain (or many) types of hematopoietic cells, 
including but not limited to, histiocytosis. 
25 Allergic reactions and conditions, such as asthma (particularly allergic 

asthma) or other respiratory problems, may also be treated, prevented, diagnosed 
and/or prognosed using polypeptides, antibodies, or polynucleotides of the invention, 
and/or agonists or antagonists thereof. Moreover, these molecules can be used to 
treat, prevent, prognose, and/or diagnose anaphylaxis, hypersensitivity to an antigenic 
30 molecule, or blood group incompatibility. 

Additionally, polypeptides or polynucleotides of the invention, and/or agonists 
or antagonists thereof, may be used to treat, prevent, diagnose and/or prognose 
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IgE-mediated allergic reactions. Such allergic reactions include, but are not limited 
to, asthma, rhinitis, and eczema. In specific embodiments, polynucleotides, 
polypeptides, antibodies, and/or agonists or antagonists of the present invention may 
be used to modulate IgE concentrations in vitro or in vivo. 

Moreover, polynucleotides, polypeptides, antibodies, and/or agonists or 
antagonists of the present invention have uses in the diagnosis, prognosis, prevention, 
and/or treatment of inflammatory conditions. For example, since polypeptides, 
antibodies, or polynucleotides of the invention, and/or agonists or antagonists of the 
invention may inhibit the activation, proliferation and/or differentiation of cells 
involved in an inflammatory response, these molecules can be used to prevent and/or 
treat chronic and acute inflammatory conditions. Such inflammatory conditions 
include, but are not limited to, for example, inflammation associated with infection 
(e.g., septic shock, sepsis, or systemic inflammatory response syndrome), ischemia- 
reperfusion injury, endotoxin lethality, complement-mediated hyperacute rejection, 
nephritis, cytokine or chemokine induced lung injury, inflammatory bowel disease, 
Crohn's disease, over production of cytokines (e.g., TNF or IL-1.), respiratory 
disorders (e.g., asthma and allergy); gastrointestinal disorders (e.g., inflammatory 
bowel disease); cancers (e.g., gastric, ovarian, lung, bladder, liver, and breast); CNS 
disorders (e.g., multiple sclerosis; ischemic brain injury and/or stroke, traumatic brain 
injury, neurodegenerative disorders (e.g., Parkinson's disease and Alzheimer's 
disease); AIDS-related dementia; and prion disease); cardiovascular disorders (e.g., 
atherosclerosis, myocarditis, cardiovascular disease, and cardiopulmonary bypass ' 
complications); as well as many additional diseases, conditions, and disorder that are 
characterized by inflammation (e.g., hepatitis, rheumatoid arthritis, gout, trauma, 
pancreatitis, sarcoidosis, dermatitis, renal ischemia-reperfusion injury, Grave's 
disease, systemic lupus erythematosus, diabetes mellitus, and allogenic transplant 
rejection). 

Because inflammation is a fundamental defense mechanism, inflammatory 
disorders can effect virtually any tissue of the body. Accordingly, polynucleotides, 
polypeptides, and antibodies of the invention, as well as agonists or antagonists 
thereof, have uses in the treatment of tissue-specific inflammatory disorders, 
including, but not limited to, adrenalitis, alveolitis, angiocholecystitis, appendicitis, 
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balanitis, blepharitis, bronchitis, bursitis, carditis, cellulitis, cervicitis, cholecyshus, 
chorditis, cochlitis, colitis, conjunctivitis, cystitis, dermatitis, diverticulitis, 
encephalitis, endocarditis, esophagitis, eustachitis, fibroses, folUculitis, gastntis, 
gastroenteritis, gingivitis, glossitis, hepatosplenitis, keratitis, labyrintbitis, laryngitis, 
lymphangitis, mastitis, media otitis, meningitis, metritis, mucitis, myocarditis, 
myositis, myringitis, nephritis, neuritis, orchitis, osteochondritis, otitis, pericarditis, 
peritendonitis, peritonitis, pharyngitis, phlebitis, poliomyelitis, prostatitis, pulpitis, 
retinitis, rhinitis, salpingitis, scleritis, sclerochoroiditis, scrotitis, sinusitis, spondyhhs, 
steatitis, stomatitis, synovitis, syringitis, tendonitis, tonsillitis, urethritis, andvaguntis. 

In specific embodiments, polypeptides, antibodies, or polynucleotides of the 
invention, and/or agonists or antagonists thereof, are useful to diagnose, prognose, 
prevent, and/or treat organ transplant rejections and graft-versus-host disease. Organ 
rejection occurs by host immune cell destruction of the transplanted tissue through an 
taune response. Similarly, an inm^me response is also involved in GVHD, but, m 
this case, the foreign transplanted immune cells destroy the host tissues. 
Polypeptides, antibodies, or polynucleotides of the invention, and/or agonists or 
antagonists thereof, that inhibit an immune response, particularly the activation, 
proliferation, differentiation, or chemotaxis of T-cells, may be an effective therapy in 
preventing organ rejection or GVHD. In specific embodiments, polypeptides, 
antibodies, or polynucleotides of the invention, and/or agonists or antagonists thereof, 
that inhibit an immune response, particularly the activation, proliferation, 
differentiation, or chemotaxis of T-cells, may be an effective therapy in preventing 
experimental allergic and hyperacute xenograft rejection. 

In other embodiments, polypeptides, antibodies, or polynucleotides of the 
; invention, and/or agonists or antagonists thereof, are useful to diagnose, prognose, 
prevent, and/or treat immune complex diseases, including, but not limited to, serum 
sickness, post streptococcal glomerulonephritis, polyarteritis nodosa, and immune 

complex-induced vasculitis. 

Polypeptides, antibodies, polynucleotides and/or agonists or antagonists of the 
0 inventioncanbeusedtotieat,detect,and/or P reventinfectiousagents. Forexample, 
byincreasingthehnmune response, particmarly increasing the proliferation activahon 
and/or differentiation of B and/or T cells, infectious diseases may be treated, detected, 
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and/or prevented. The immune response may be increased by either enhancing an 
existmg unmune response, or by initiating a new immune response. Alternatively 
polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention may also directly inhibit the infectious agent (refer to section of 
5 apphcatmn listing infectious agents, etc), without necessarily eliciting an immune 
response. 

In another embodiment, polypeptides, antibodies, polynucleotides and/or 
agomsts or antagonists of the present invention are used as a vaccine adjuvant that 
enhances immune responsiveness to an antigen. In a specific embodiment, 
10 polypeptides, antibodies, polynucleotides and/or agonists or antagonists of the present 
mventon are used as an adjuvant to enhance tumor-specific immune responses. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention are used as an adjuvant to 
enhance anti-viral immune responses. Anti-viral immune responses that may be 
15 enhanced using the compositions of the invention as an adjuvant, include virus and 
vn-us associate* diseases or symptoms described herein or otherwise known in the art 
In specrfic embodiments, the compositions of the invention are used as an adjuvant to 
enhance an immune response to a virus, disease, or symptom selected from the group 
co - i ^of:AJDS,menmgifis,Dengue > EBV,andhepafi ti s 
20 another specific embodiment, the compositions of the invention are used as an 
adjuvant to enhance an immune response to a virus, disease, or symptom selected 
from the group consisting of: HTV/AIDS, respiratory syncytial virus, Dengue 
rotavirus, Japanese B encephalitis, influenza A and B, parainfluenza, measles' 

25 yellow fever. 

In another specific emtodiment, polypeptide antibodies, polynucleotides 
and/or agonists or mt!1Sfmists of fte prKen , ^ ^ ^ ^ ^ 

enhance anti-bacterial or anri-ftoga, ta^ responses „ 
immune responses rba, may be enhanced using the compositions of fhe invention as 
30 an adjuvant include bacteria or tungm, and bacteria or fungus associated disease or 
symptoms describedhereinoromer^schnownmU.eart. m specific embodiments, 
the compositions of the invention are used as an adjuvant to enhance an immune 
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response to a bacteria or fungus, disease, or symptom selected from the group 
consisting of: tetanus, Diphtheria, botulism, and meningitis type B. 

in another specific embodiment, the compositions of the invention are used as 
an adjuvant to enhance an immune response to a bacteria or fungus, disease, or 
5 symptomselectedfromthegroupconsistingof: Vibrio cholerae, Mycobacterium 
leprae, Salmonella typhi, Salmonella paratyphi, Meisseria meningitidis, 
Streptococcus pneumoniae, Group B streptococcus, Shigella spp. Enterotoxigenic 
Escherichia coli. Enterohemorrhagic E. coli, mdBorrelia burgdorferi. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
10 and/or agonists or antagonists of the present invention are used as an adjuvant to 
enhance anti-parasitic immune responses. Anti-parasitic immune responses that may 
be enhanced using the compositions of the invention as an adjuvant, include parasite 
andparasite associated diseases or symptoms described herein or otherwise known m 
the art. In specific embodiments, the compositions of the invention are used as an 
. 15 adjuvant to enhance an immune response to a parasite. In another specific 

embodiment, the compositions of the invention are used as an adjuvant to enhance an 
immune response to Plasmodium (malaria) or Leishmania. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention may also be employed to treat 
20 infectious diseases including silicosis, sarcoidosis, and idiopathic pulmonary fibrosa; 
for example, by preventing the recruitment and activation of mononuclear 
phagocytes. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention are used as an antigen for the 
25 generation of antibodies to inhibit or enhance immune mediated responses against 

polypeptides of the invention. 

In one embodiment, polypeptides, antibodies, polynucleotides and/or agonists 
or antagonists of the present invention are administered to an animal (e.g., mouse, rat, 
rabbit, hamster, guinea pig, pigs, micro-pig, chicken, camel, goat, horse, cow, sheep, 
30 dog, cat, non-human primate, and human, most preferably human) to boost the 

immune system to produce increased quantities of one or more antibodies (e.g., IgG, 
IgA, IgM, and IgE), to induce higher affinity antibody production and 
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immunoglobulin class switching (e.g IgO feA JoM an * t u. „ 

• „ S 1 g " lg °' lgA - W 311(1 IgE), and/or to increase an 

immune response. 

^^-»^o fftepresmtillvHltionareilsedasa 
^ cell responsiveness to pathogens. 

eleva.es (he mmm, stains „f » MvidllaI ^ , 0 ^ ^ rf 



* anota specific ^ ffl 

h anchor specific embodiment po.jp^ ^ 

actrommTOoglobulmconceMrationa. 
20 and/ ^^"^^^^^-^p.,^,^ 

acccIerate^veryoftamumKMmpromisedmdividuals 
^^-^c^^po^^^ 

aad/oragon^antagonis* of fi,,^,^ ^ 
—""^^^^pcpulata^^ 

^^^emWtoen.po.ypepfides.antibodiaa.po^cofides 



25 



ft* allogeneic or xenogeneic organ transplantation). whh ^ 

^'^oornpoaifio^of.heinvcnfionrnayc.adnfinis^pnor.o 
30 concon M an t witt, ( and/ora«er 1 ran S pla n «„n. In a specific eorbodnnen, ' 

of toe invention a. adnfiniatcrcn after notation, prior to tbe 
beganongofrecovcryofT.cfipop^ons.fi.ano.herspccificen.bodnnen., 



WO 01/55430 



174 



PCT/USOl/01431 



compositions of the invention are first administered after transplantation after the 
beginning of recovery of T cell populations, but prior to full recovery of B cell 
populations. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
5 and/or agonists or antagonists of the present invention are used as an agent to boost 
^unresponsiveness among individuals having an acquired loss of B cell funchon. 
Conditions resulting in an acquired loss of B cell function that may be ameliorated or 
treatedby administering the polypeptides, antibodies, polynucleotides and/or agonists 
or antagonists thereof, include, but are not limited to, HIV Infection, AIDS, bone 
10 marrow transplant, and B cell chronic lymphocytic leukemia (CLL). 

In another specific embodiment, polypeptides, antibodies, polynucleohdes 
and/or agonists or antagonists of the present invention are used as an agent to boost 
inununoresponsiveness among individuals having a temporary immune deficency. 
Conditions resulting in a temporary immune deficiency that may be ameliorated or 
15 treatedby adniinistering the polypeptides, antibodies, polynucleotides and/or agonists 
or antagonists thereof, include, but are not limited to, recovery from viral infections 
(e g influenza), conditions associated with malnutrition, recovery from infectious 
mononucleosis, or conditions associated with stress, recovery from measles, recovery 
from blood transfusion, and recovery from surgery. 
20 In another specific embodiment, polypeptides, antibodies, polynucleotides 

and/or agonists or antagonists of the present invention are used as a regulator of 
antigen presentation bymonocytes, dendritic cells, and/or B-cells. In one 
embodiment, polynucleotides, polypeptides, antibodies, and/or agonists or antagonists 
of the present invention enhance antigen presentation or antagonizes antigen 
25 presentation in vitro or in vivo. Moreover, in related embodiments, said enhancement 
or antagonism of antigen presentation may be useful as an anti-tumor treatment or to 
modulate the immune system. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention are used as an agent to direct 
30 an individual's immune system towards development of ahumoral response (i.e. 
TH2) as opposed to a THl cellular response. 
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In another specific embodiment polices, antibodies, poIynuclrolides 
and,or agonis* or antagonist „ f tte ^ ffivmta ^ ^ , ^ ^ 

example, multiple myeloma is a slow.y dividing disease and is fas refractory , 0 
™fa, Iy a, land . neoplasacregtaTO Iffa^,^^^,^ 
rapidly their susceptibility profile „ ott l d likely chailge . 

In another specific embodiment polyp, tides, antibodies, polypeptides 
and/or agonists or antagonists of the present invention are used as a stimulator of B 

^^"Onh.pamo.ogiessuchasAIDS.eb^nic^uphocytedisorderand/or 
ll> Common Variable Immimodiflciency, 

In anomer specific embodiment polypeptides, antibodies, polynucleotides 
and/or agonists or antogoniste of fa present invention are used as a farapy for 
genemhon and/or regeneration of lymphoid tissues following surgery, .rauma or 
^^Inanofarspectfcembodime*^^ 

polynucleotides and/oragoms* orantog^ oftlBpresmt invention amused in fa 
pretreatment of bo ae mamiw samples prior to transplant. 

-^^^bcmm^polypeptides.antibodies.polynueleotid^ 
and/or agonist or -agoniasoffap^en.^^^^^^^ 

thempy for genetically inherited diaomers resulting in immune 

0 ^^oe/immnnodefidencysuehaaobservedamongSCmpatienta 

In anomer specific embodiment polypeptides, antibodies, polynucleotides 
and/or agomato or unionists of fa present iuvention are used as a means of 
achvahng monocytes/macrophages to defend against pamsinc diseases fa, effec, 
monocytes such as Leishmania. 
• bm °*-^o embodiment poly^^ 

and/or agomsto or antagoniala of fa pmaen, ^ m am used as a meaua of 
regnlahng aeoretod cytokines fa, are elieitod bypolypeptidea of fa invention 

In another embodiment, polypeptides, antibodies, polynucieotidea and/or 
agomato or antogonisto of fa pmaen, invention are used in one or more of fa 
appbeanonsdecribed herein, as fay may apply to veterinary medicine 

In anofar specific embodiment polypeptides, antibodies, polynucleotides 
and/or agon.sU or antogoniats of fa preaen, invention are used as a means of 
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blocking various aspects of immune responses to foreign agents or self. Examples of 
diseases or conditions in whichblocking of certain aspects of immune responses may 
be desired include autoimmune disorders such as lupus, and arthritis, as well as 
inununoresponsiveness to skin allergies, inflammation, bowel disease, injury and 
5 diseases/disorders associated with pathogens. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention are used as a therapy for 
preventing the B cell proliferation and Ig secretion associated with autoimmune 
diseases such as idiopathic thrombocytopenic purpura, systemic lupus erythematosus 

1 0 and multiple sclerosis. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention are used as a inhibitor of B 
and/or T cell migration in endothelial cells. This activity disrupts tissue arclntecture 
or cognate responses and is useful, for example in disrupting immune responses, and 

15 blocking sepsis. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention are used as a therapy for 
chronic hypergammaglobulinemia evident in such diseases as monoclonal 
ganunopathy of undetermined significance (MGUS), Waldenstrom's disease, related 
20 idiopathicmonoclonalgammopathies, and plasmacytomas. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention may be employed for instance 
to inhibit polypeptide chemotaxis and activation of macrophages and their precursors, 
and of neutrophils, basophils, B lymphocytes and some T-cell subsets, e.g., activated 
25 and CD8 cytotoxic T cells and natural killer ceUs, in certain autoimmune and chrome 
inflammatory and infective diseases. Examples of autoimmune diseases are described 
herein and include multiple sclerosis, and insulin-dependent diabetes. 

The polypeptides, antibodies, polynucleotides and/or agonists or antagonists 
offoepresentmventionmayalsote 
30 syndrome by, for example, preventing eosinophil production and migration. 
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In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention are used to enhance or inhibit 
complement mediated cell lysis. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention are used to enhance or inhibit 
antibody dependent cellular cytotoxicity. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention may also be employed for 

* ea ^erosc^ 
10 wall. 

banotaspecMc^bodiment.poIypeptides.antibodies.^cleoades 
ami/or ago™*, <* ffltasonists of to ^ ^ ^ ^ ^ ^ 

respiratory distress syndrome (ARDS). 

m another specific embodiment, polypeptides, antibodies, polynucleotides 
and/oragomsteorantagom^^ 

wound and tissue repair, stimulating angiogenesis, and/or stimulating the repair of 
vascular or lymphatic diseases or disorders. Additionally, agonists and antagonists of 
the mvention may be used to stimulate the regeneration of mucosal surfaces 

20 thereof are used to diagnose, prognose, treat, and/or prevent a disorder characterized 
by primary or acquired immunodeficiency, deficient serum immunoglobulin 
production, recun-enthrf^ Moreover 
polynucleotides or polypeptides, and/or agonists thereof may be used to treat or' 
P^^onsofthejokts.bones.s^^ 

mfections (e.g., sepsis, meningitis, septic arthritis, and/or osteomyelitis), autoimmune 
diseases(e.g., those disclosed herem), mflanmatory disorder, and mahgnancies 
and/or any disease or disorder or condition associated wim these infections, diseases 
disorders and/or malignancies) including, but not limited to, CVTD, other primary ' 

conjunctivitis, pneumonia, hepatitis, meningitis, herpes zoster (e.g., severe herpes 
zoster), and/or Pneumocystis carnii. Other diseases and disorders that maybe 
prevented, diagnosed, prognosed, and/or treated with polynucleotides or 
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polypeptides, and/or agonists of the present invention include, but are not limited to, 
HIV infection, HTLV-BLV infection, lymphopenia, phagocyte bactericidal 
dysfunction anemia, thrombocytopenia, and hemoglobinuria. 

In another embodiment, polynucleotides, polypeptides, antibodies, and/or 
5 agonists or antagonists of the present invention are used to treat, and/or diagnose an 
individual having common variable immunodeficiency disease ("CVID"; also known 
as "acquired agammaglobulinemia rt and "acquired hypogammaglobulinemia") or a 

subset of this disease. 

In a specific embodiment, polynucleotides, polypeptides, antibodies, and/or 
10 agonists or antagonists of the present invention may be used to diagnose, prognose, 
prevent, and/or treat cancers or neoplasms including immune cell or immune tissue- 
related cancers or neoplasms. Examples of cancers or neoplasms that may be 
prevented, diagnosed, or treated by polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention include, but are not limited to, acute 
15 myelogenous leukemia, chronic myelogenous leukemia, Hodgkin's disease, non- 
Hodgkin's lymphoma, acute lymphocytic anemia (ALL) Chronic lymphocyte 
leukemia, plasmacytomas, multiple myeloma, Burkitt's lymphoma, EBV-transformed 
diseases, and/or diseases and disorders described in the section entitled 
"HypetproUferative Disorders" elsewhere herein. 
20 In another specific embodiment, polypeptides, antibodies, polynucleotides 

and/or agonists or antagonists of the present invention are used as a therapy for 
decreasing cellular proliferation of Large B-cell Lymphomas. 

In another specific embodiment, polypeptides, antibodies, polynucleotides 
and/or agonists or antagonists of the present invention are used as a means of 
25 decreasing the involvement of B cells and Ig associated with Chronic Myelogenous 
Leukemia. 

In specific embodiments, the compositions of the invention are used as an 
agent to boost immunoresponsiveness among B cell immunodeficient individuals, 
such as, for example, an individual who has undergone a partial or complete 

30 splenectomy. 

Antagonists of the invention include, for example, binding and/or inhibitory 
antibodies, antisense nucleic acids, ribozymes or soluble forms of the polypeptides of 
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the present invention (e.g., Fc fusion protein; see, e.g., Example 9). Agonists of the 
invention include, for example, binding or stimulatory antibodies, and soluble forms 
of the polypeptides (e.g., Fc fusion proteins; see, e.g., Example 9). polypeptides, 
antibodies, polynucleotides and/or agonists or antagonists of the present invention 
5 may be employed in a composition with a phannaceutically acceptable carrier, e.g., as 
described herein. 

In another embodiment, polypeptides, antibodies, polynucleotides and/or 
agonists or antagonists of the present invention are administered to an animal 
(including, but not limited to, those listed above, and also including transgenic 
10 animals) incapable of pioducing functional endogenous antibody molecules or having 
an otherwise compromised endogenous immune system, but which is capable of 
producing human immunoglobulin molecules by means of a reconstituted or partially 
reconstituted immune system from another animal (see, e.g., published PCT 
Application Nos. W098/24893, WO/9634096, WO/9633735, and WO/91 10741). 
15 Administration of polypeptides, antibodies, polynucleotides and/or agonists or 
antagonists of the present invention to such animals is useful for the generation of 
monoclonal antibodies against the polypeptides, antibodies, polynucleotides and/or 
agonists or antagonists of the present invention in an organ system listed above. 

20 Blood-Relate d Disorders 

The polynucleotides, polypeptides, antibodies, and/or agonists or antagonists 
of the present invention may be used to modulate hemostatic (the stopping of 
bleeding) or thrombolytic (clot dissolving) activity. For example, by increasing 
hemostatic or thrombolytic activity, polynucleotides or polypeptides, and/or agonists 

25 or antagonists of the present invention could be used to treat or prevent blood 
coagulation diseases, disorders, and/or conditions (e.g., afibrinogenemia, factor 
deficiencies, hemophilia), bloodplatelet diseases, disorders, and/or conditions (e.g., 
thrombocytopenia), or wounds resulting from trauma, surgery, or other causes. 
Alternatively, polynucleotides, polypeptides, antibodies, and/or agonists or 
30 antagonists of the present invention that can decrease hemostatic or thrombolytic 
activitycomdbeuse4toinmbitordissolveclotting. These molecules could be 
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important in the treatment or prevention of heart attacks (infarction), strokes, or 
scarring. 

In specific embodiments, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be used to prevent, diagnose, 
5 prognose, and/or treat thrombosis, arterial thrombosis, venous thrombosis, 

thromboembolism, pulmonary embolism, atherosclerosis, myocardial infarction, 
transient ischemic attack, unstable angina. In specific embodiments, the 
polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention maybe used for the prevention of occulsion of saphenous grafts, for 
10 reducing the risk of periprocedural thrombosis as might accompany angioplasty 

procedures, for reducing the risk of stroke in patients with atrial fibrillation including 
nonrheumatic atrial fibrillation, for reducing the risk of embolism associated with 
mechanical heart valves and or mitral valves disease. Other uses for the 
polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
15 present invention, include, but are not limited to, the prevention of occlusions in 
extrcorporeal devices (e.g., intravascular canulas, vascular access shunts in 
hemodialysis patients, hemodialysis machines, and cardiopulmonary bypass 
machines). 

In another embodiment, a polypeptide of the invention, or polynucleotides, 
20 antibodies, agonists, or antagonists corresponding to that polypeptide, may be used to 
prevent, diagnose, prognose, and/or treat diseases and disorders of the blood and/or 
blood forming organs associated with the tissues) in which the polypeptide of the 
invention is expressed, including one, two, three, four, five, or more tissues disclosed 
in Table 1, column 8 (Tissue Distribution Library Code). 
25 The polynucleotides, polypeptides, antibodies, and/or agonists or antagonists 

of the present invention may be used to modulate hematopoietic activity (the 
formation of blood cells). For example, the polynucleotides, polypeptides, antibodies, 
and/or agonists or antagonists of the present invention may be used to increase the 
quantity of all or subsets of blood cells, such as, for example, erythrocytes, 
30 lymphocytes (B or T cells), myeloid cells (e.g., basophils, eosinophils, neutrophils, 
mast cells, macrophages) and platelets. The ability to decrease the quantity of blood 
cells or subsets of blood cells may be useful in the prevention, detection, diagnosis 
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and/or treatment of anemias and leukopenias described below. Alternatively, the 
polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention may be used to decrease the quantity of all or subsets of blood cells, 
such as, for example, erythrocytes, lymphocytes (B or T cells), myeloid cells (e.g., 
basophils, eosinophils, neutrophils, mast cells, macrophages) and platelets.. The 
ability to decrease the quantity of blood cells or subsets of blood cells maybe useful 
in the prevention, detection, diagnosis and/or treatment of leukocytoses, such as, for 
example eosinophilia. 

The polynucleotides, polypeptides, antibodies, and/or agonists or antagonists 
of the present invention may be used to prevent, treat, or diagnose blood dyscrasia. 

Anemias are conditions in which the number of red blood cells or amount of 
hemoglobin (the protein that carries oxygen) in them is below normal. Anemia may 
be caused by excessive bleeding, decreased red blood cell production, or increased 
red blood cell destruction (hemolysis). The polynucleotides, polypeptides, antibodies, 
and/or agonists or antagonists of the present invention may be useful in treating, 
preventing, and/or diagnosing anemias. Anemias that may be treated prevented or 
diagnosed by the polynucleotides, polypeptides, antibodies, and/or agonists or 
antagonists of the present invention include iron deficiency anemia, hypochromic 
anemia, microcytic anemia, chlorosis, hereditary siderob;astic anemia, idiopathic 
acquired sideroblastic anemia, red cell aplasia, megaloblastic anemia (e.g., pernicious 
anemia, (vitamin B12 deficiency) and folic acid deficiency anemia), aplastic anemia, 
hemolytic anemias (e.g., autoimmune helolytic anemia, microangiopathic hemolytic 
anemia, and paroxysmal nocturnal hemoglobinuria). The polynucleotides, 
polypeptides, antibodies, and/or agonists or antagonists of the present invention may 
be useful in treating, preventing, and/or diagnosing anemias associated with diseases 
including but not limited to, anemias associated with systemic lupus erythematosus, 
cancers, lymphomas, chronic renal disease, and enlarged spleens. The 
polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention may be useful in treating, preventing, and/or diagnosing anemias 
arising from drug treatments such as anemias associated with methyldopa, dapsone, 
and/or sulfadrugs. AdditionaUy, rhe polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful in treating, preventing, 
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and/or diagnosing anemias associated with abnormal red blood cell architecture 
including but not limited to, hereditary spherocytosis, hereditary elliptocytosis, 
glucose-6-phosphate dehydrogenase deficiency, and sickle cell anemia. 

The polynucleotides, polypeptides, antibodies, and/or agonists or antagonists 
5 of the present invention may be useful in treating, preventing, and/or diagnosing 

hemoglobin abnormalities, (e.g., those associated with sickle cell anemia, hemoglobin 
C disease, hemoglobin S-C disease, and hemoglobin E disease). Additionally, the 
polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention may be useful in diagnosing, prognosing, preventing, and/or treating 
10 thalassemias, including, but not limited to major and minor forms of alpha- 
thalassemia and beta-thalassemia. 

In another embodiment, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful in diagnosing, 
prognosing, preventing, and/or treating bleeding disorders including, but not limited 
1 5 to, thrombocytopenia (e.g., idiopathic thrombocytopenic purpura, and thrombotic 
• thrombocytopenic purpura), Von Willebrand's disease, hereditary platelet disorders 
(e.g., storage pool disease such as Chediak-Higashi and Hermansky-Pudlak 
syndromes, thromboxane A2 dysfunction, thrombasthenia, and Bernard-Soulier 
syndrome), hemolytic-uremic syndrome, hemophelias such as hemophelia A or Factor 
20 VII deficiency and Christmas disease or Factor DC deficiency, Hereditary 

Hemorhhagic Telangiectsia, also known as Rendu-Osler-Weber syndrome, allergic 
purpura (Henoch Schonlein purpura) and disseminated intravascular coagulation. 

The effect of the polynucleotides, polypeptides, antibodies, and/or agonists or 
antagonists of the present invention on the clotting time of blood may be monitored 
25 using any of the clotting tests known in the art including, but not limited to, whole 
blood partial thromboplastin time (PTT), the activated partial thromboplastin time 
(aPTT), the activated clotting time (ACT), the recalcified activated clotting time, or 
the Lee-White Clotting time. 

Several diseases and a variety of drugs can cause platelet dysfunction. Thus, in 
30 a specific embodiment, the polynucleotides, polypeptides, antibodies, and/or agonists 
or antagonists of the present invention may be useful in diagnosing, prognosing, 
preventing, and/or treating acquired platelet dysfunction such as platelet dysfunction 
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accompanying kidney failure, leukemia, multiple myeloma, ciirhosis of the liver, and 
systemic lupus erythematosus as well as platelet dysfunction associated with drug 
treatments, including treatment with aspirin, ticlopidine, nonsteroidal anti- 
inflammatory drugs (used for arthritis, pain, and sprains), and penicillin in high doses. 

In another embodiment, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful in diagnosing, 
prognosing, preventing, and/or treating diseases and disorders characterized by or 
associated with increased or decreased numbers of white blood cells. Leukopenia 
occurs when the number of white blood cells decreases below normal. Leukopenias 
include, but are not limited to, neutropenia and lymphocytopenia. An increase in the 
number of white blood cells compared to normal is known as leukocytosis. The body 
generates increased numbers of white blood cells during infection. Thus, leukocytosis 
may simply be a normal physiological parameter that reflects infection. Alternatively, 
leukocytosis may be an indicator of injury or other disease such as cancer. 
Leokocytoses, include but are not limited to, eosinophilia, and accumulations of 
macrophages. In specific embodiments, the polynucleotides, polypeptides, 
antibodies, and/or agonists or antagonists of the present invention may be useful in 
diagnosing, prognosing, preventing, and/or treating leukopenia. In other specific 
embodiments, the polynucleotides, polypeptides, antibodies, and/or agonists or 
antagonists of the present invention may be useful in diagnosing, prognosing, . 
preventing, and/or treating leukocytosis. 

Leukopenia may be a generalized decreased in all types of white blood cells, 
or may be a specific depletion of particular types of white blood cells. Thus, in 
specific embodiments, the polynucleotides, polypeptides, antibodies, and/or agonists 
or antagonists of the present invention may be usefid in diagnosing, prognosing, 
preventing, and/or treating decreases in neutrophil numbers, known as neutropenia. 
Neutropenias that may be diagnosed, prognosed, prevented, and/or treated by the 
polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention include, but are not limited to, infantile genetic agranulocytosis, 
familial neutropenia, cyclic neutropenia, neutropenias resulting from or associated 
with dietary deficiencies (e.g., vitamin B 12 deficiency or folic acid deficiency), 
neutropenias resulting from or associated with drug treatments (e.g., antibiotic 
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regimens such as penicillin treatment, sulfonamide treatment, anticoagulant treatment, 
anticonvulsant drugs, anti-thyroid drugs, and cancer chemotherapy), and neutropenias 
resulting from increased neutrophil destruction that may occur in association with 
some bacterial or viral infections, allergic disorders, autoimmune diseases, conditions 
5 in which an individual has an enlarged spleen (e.g., Felty syndrome, malaria and 
sarcoidosis), and some drug treatment regimens. 

The polynucleotides, polypeptides, antibodies, and/or agonists or antagonists 
of the present invention may be useful in diagnosing, prognosing, preventing, and/or 
treating lymphocytopenias (decreased numbers of B and/or T lymphocytes), 
10 including, but not limited lymphocytopenias resulting from or associated with stress, 
drug treatments (e.g., drug treatment with corticosteroids, cancer chemotherapies, 
and/or radiation therapies), AIDS infection and/or other diseases such as, for example, 
cancer, rheumatoid arthritis, systemic lupus erythematosus, chronic infections, some 
viral infections and/or hereditary disorders (e.g., DiGeorge syndrome, Wiskott- 
15 Aldrich Syndome, severe combined immunodeficiency, ataxia telangiectsia). 

The polynucleotides, polypeptides, antibodies, and/or agonists or antagonists 
of the present invention may be useful in diagnosing, prognosing, preventing, and/or 
treating diseases and disorders associated with macrophage numbers and/or 
macrophage function including, but not limited to, Gaucher's disease, Niemann-Pick 
20 disease, Letterer-Siwe disease and Hand-Schuller-Christian disease. 

In another embodiment, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful in diagnosing, 
prognosing, preventing, and/or treating diseases and disorders associated with 
eosinophil numbers and/or eosinophil function including, but not limited to, 
25 idiopathic hypereosinophilic syndrome, eosinophilia-myalgia syndrome, and Hand- 
SchuUer-Christian disease. 

In yet another embodiment, the polynucleotides, polypeptides, antibodies, 
and/or agonists or antagonists of the present invention may be useful in diagnosing, 
prognosing, preventing, and/or treating leukemias and lymphomas including, but not 
30 limited to, acute lymphocytic Oymphpblastic) leukemia (ALL), acute myeloid 
(myelocytic, myelogenous, myeloblasts, or myelomonocytic) leukemia, chronic 
lymphocytic leukemia (e.g., B cell leukemias, T cell leukemias, Sezary syndrome, and 
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Hairy cell leukenia), chronic myelocytic (myeloid, myelogenous, or granulocytic) 
leukemia, Hodgkin's lymphoma, non-hodgkin's lymphoma, Burkitt's lymphoma, and 
mycosis fungoides. 

In other embodiments, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful in diagnosing, 
prognosing, preventing, and/or treating diseases and disorders of plasma cells 
including, but not limited to, plasma cell dyscrasias, monoclonal gammaopathies, 
monoclonal gammopathies of undetermined significance, multiple myeloma, 
macroglobulinemia, Waldenstrom's macroglobulinemia, cryoglobulinemia, and 
Raynaud's phenomenon. 

In other embodiments, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful in treating, preventing, 
and/or diagnosing myeloproliferative disorders, including but not limited to, 
polycythemia vera, relative polycythemia, secondary polycythemia, myelofibrosis, 
acute myelofibrosis, agnogenic myelod metaplasia, thrombocythemia, (including both 
primary and seconday thrombocythemia) and chronic myelocytic leukemia. 

In other embodiments, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful as a treatment prior to 
surgery, to increase blood cell production. 

In other embodiments, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful as an agent to enhance 
the migration, phagocytosis, superoxide production, antibody dependent cellular 
cytotoxicity of neutrophils, eosinophils and macrophages. 

In other embodiments, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful as an agent to increase 
the number of stem cells in circulation prior to stem cells pheresis. In another specific 
embodiment, the polynucleotides, polypeptides, antibodies, and/or agonists or 
antagonists of the present invention may be useful as an agent to increase the number 
of stem cells in circulation prior to platelet pheresis. 

In other embodiments, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful as an agent to increase 
cytokine production. 
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In other embodiments, the polynucleotides, polypeptides, antibodies, and/or 
agonists or antagonists of the present invention may be useful in preventing, 
diagnosing, and/or treating primary hematopoietic disorders. 

Hyperproliferative Disorders 

In certain embodiments, polynucleotides or polypeptides, or agonists or 
antagonists of the present invention can be used to treat or detect hyperproliferative 
disorders, including neoplasms. Polynucleotides or polypeptides, or agonists or 
antagonists of the present invention may inhibit the proliferation of the disorder 
through direct or indirect interactions. Alternatively, Polynucleotides or polypeptides, 
or agonists or antagonists of the present invention may proliferate other cells which 
can inhibit the hyperproliferative disorder. 

For example, by increasing an immune response, particularly increasing 
antigenic qualities of the hyperproliferative disorder or by proliferating, 
differentiating, or mobilizing T-cells, hyperproliferative disorders can be treated. 
This immune response may be increased by either enhancing an existing immune 
response, or by initiating a new immune response. Alternatively, decreasing an 
immune response may also be a method of treating hyperproliferative disorders, such 
as a chemotherapeutic agent. 

Examples of hyperproliferative disorders that can be treated or detected by 
polynucleotides or polypeptides, or agonists or antagonists of the present invention 
include, but are not limited to neoplasms located in the: colon, abdomen, bone, breast, 
digestive system, liver, pancreas, peritoneum, endocrine glands (adrenal, parathyroid, 
pituitary, testicles, ovary, thymus, thyroid), eye, head and neck, nervous (central and 
peripheral), lymphatic system, pelvis, skin, soft tissue, spleen, thorax, and urogenital 
tract. 

Similarly, other hyperproliferative disorders can also be treated or detected by 
polynucleotides or polypeptides, or agonists or antagonists of the present invention. 
Examples of such hyperproliferative disorders include, but are not limited to: Acute 
Childhood Lymphoblastic Leukemia, Acute Lymphoblastic Leukemia, Acute 
Lymphocytic Leukemia, Acute Myeloid Leukemia, Adrenocortical Carcinoma, Adult 
(Primary) Hepatocellular Cancer, Adult (Primary) Liver Cancer, Adult Acute 
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Adult Hodgkin's Lymphoma, Adult Lymphocytic Leukemia, Adult Non-Hodgkin's 
Lymphoma, Adult Primary Liver Cancer, Adult Soft Tissue Sarcoma, AIDS-Related 
Lymphoma, AIDS-Related Malignancies, Anal Cancer, Astrocytoma, Bile Duct 

5 Cancer, Bladder Cancer, Bone Cancer, Brain Stem Glioma, Brain Tumors, Breast 
Cancer, Cancer of the Renal Pelvis and Ureter, Central Nervous System (Primary) 
Lymphoma, Central Nervous System Lymphoma, Cerebellar Astrocytoma, Cerebral 
Astrocytoma, Cervical Cancer, Childhood (Primary) Hepatocellular Cancer, 
Childhood (Primary) Liver Cancer, Childhood Acute Lymphoblastic Leukemia, 

1 0 Childhood Acute Myeloid Leukemia, Childhood Brain Stem Glioma, Childhood 
Cerebellar Astrocytoma, Childhood Cerebral Astrocytoma, Childhood Extracranial 
Germ Cell Tumors, Childhood Hodgkin's Disease, Childhood Hodgkin's Lymphoma, 
Childhood Hypothalamic and Visual Pathway Glioma, Childhood Lymphoblastic 
Leukemia, Childhood Medulloblastoma, Childhood Non-Hodgkin's Lymphoma, 

1 5 Childhood Pineal and Supratentorial Primitive Neuroectodermal Tumors, Childhood 
Primary Liver Cancer, Childhood Rhabdomyosarcoma, Childhood Soft Tissue 
Sarcoma, Childhood Visual Pathway and Hypothalamic Glioma, Chronic 
Lymphocytic Leukemia, Chronic Myelogenous Leukemia, Colon Cancer, Cutaneous 
T-Cell Lymphoma, Endocrine Pancreas Islet Cell Carcinoma, Endometrial Cancer, 

20 Ependymoma, Epithelial Cancer, Esophageal Cancer, Ewing ! s Sarcoma and Related 
Tumors, Exocrine Pancreatic Cancer, Extracranial Germ Cell Tumor, Extragonadal 
Germ Cell Tumor, Extrahepatic Bile Duct Cancer, Eye Cancer, Female Breast 
Cancer, Gaucher's Disease, Gallbladder Cancer, Gastric Cancer, Gastrointestinal 
Carcinoid Tumor, Gastrointestinal Tumors, Germ Cell Tumors, Gestational 

25 Trophoblastic Tumor, Hairy Cell Leukemia, Head and Neck Cancer, Hepatocellular 
Cancer, Hodgkin's Disease, Hodgkin's Lymphoma, Hypergammaglobulinemia, 
Hypopharyngeal Cancer, Intestinal Cancers, Intraocular Melanoma, Islet Cell 
Carcinoma, Islet Cell Pancreatic Cancer, Kaposi's Sarcoma, Kidney Cancer, 
Laryngeal Cancer, Lip and Oral Cavity Cancer, Liver Cancer, Lung Cancer, 

30 Lymphoproliferative Disorders, Macroglobulinemia, Male Breast Cancer, Malignant 
Mesothelioma, Malignant Thymoma, Medulloblastoma, Melanoma, Mesothelioma, 
Metastatic Occult Primary Squamous Neck Cancer, Metastatic Primary Squamous 
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Neck Cancer, Metastatic Squamous Neck Cancer, Multiple Myeloma, Multiple 
Myeloma/Plasma Cell Neoplasm, Myelodysplastic Syndrome, Myelogenous 
Leukemia, Myeloid Leukemia, Myeloproliferative Disorders, Nasal Cavity and 
Paranasal Sinus Cancer, Nasopharyngeal Cancer, Neuroblastoma, Non-Hodgkin's 

5 Lymphoma During Pregnancy, Nonmelanoma Skin Cancer, Non-Small Cell Lung 
Cancer, Occult Primary Metastatic Squamous Neck Cancer, Oropharyngeal Cancer, 
Osteo-/Malignant Fibrous Sarcoma, Osteosarcoma/Malignant Fibrous Histiocytoma, 
Osteosarcoma/Malignant Fibrous Histiocytoma of Bone, Ovarian Epithelial Cancer, 
Ovarian Germ Cell Tumor, Ovarian Low Malignant Potential Tumor, Pancreatic 

10 Cancer, Paraproteinemias, Purpura, Parathyroid Cancer, Penile Cancer, 

Pheochromocytoma, Pituitary Tumor, Plasma Cell Neoplasm/Multiple Myeloma, 
Primary Central Nervous System Lymphoma, Primary Liver Cancer, Prostate Cancer, 
Rectal Cancer, Renal Cell Cancer, Renal Pelvis and Ureter Cancer, Retinoblastoma, 
Rhabdomyosarcoma, Salivary Gland Cancer, Sarcoidosis Sarcomas, Sezary 

15 Syndrome, Skin Cancer, Small Cell Lung Cancer, Small Intestine Cancer, Soft Tissue 
Sarcoma, Squamous Neck Cancer, Stomach Cancer, Supratentorial Primitive 
Neuroectodermal and Pineal Tumors, T-Cell Lymphoma, Testicular Cancer, 
Thymoma, Thyroid Cancer, Transitional Cell Cancer of the Renal Pelvis and Ureter, 
Transitional Renal Pelvis and Ureter Cancer, Trophoblastic Tumors, Ureter and Renal 

20 Pelvis Cell Cancer, Urethral Cancer, Uterine Cancer, Uterine Sarcoma, Vaginal 
Cancer, Visual Pathway and Hypothalamic Glioma, Vulvar Cancer, Waldenstrom f s 
Macroglobulinemia, Wilms' Tumor, and any other hyperproliferative disease, besides 
neoplasia, located in an organ system listed above. 

In another preferred embodiment, polynucleotides or polypeptides, or agonists 

25 or antagonists of the present invention are used to diagnose, prognose, prevent, and/or 
treat premalignant conditions and to prevent progression to a neoplastic or malignant 
state, including but not limited to those disorders described above. Such uses are 
indicated in conditions known or suspected of preceding progression to neoplasia or 
cancer, in particular, whore non-neoplastic cell growth consisting of hyperplasia, 

30 metaplasia, or most particularly, dysplasia has occurred (for review of such abnormal 
growth conditions, see Robbins and Angell, 1976, Basic Pathology, 2d Ed., W. B. 
Saunders Co., Philadelphia, pp. 68-79.) 
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Hyperplasia is a form of controlled cell proliferation, involving an increase in 
cell number in a tissue or organ, without significant alteration in structure or function. 
Hyperplastic disorders which can be diagnosed, prognosed, prevented, and/or treated 
with compositions of the invention (including polynucleotides, polypeptides, agonists 
or antagonists) include, but are not limited to, angiofollicular mediastinal lymph node 
hyperplasia, angiolymphoid hyperplasia with eosinophilia, atypical melanocyte 
hyperplasia, basal cell hyperplasia, benign giant lymph node hyperplasia, cementum 
hyperplasia, congenital adrenal hyperplasia, congenital sebaceous hyperplasia, cystic 
hyperplasia, cystic hypoplasia of the breast, denture hyperplasia, ductal hyperplasia, 
endometrial hyperplasia, fibromuscular hyperplasia, focal epithelial hyperplasia, 
gingival hyperplasia, inflammatory fibrous hyperplasia, inflammatory papillary 
hyperplasia, intravascular papillary endothelial hyperplasia, nodular hyperplasia of 
prostate, nodular regenerative hyperplasia, pseudoepitheliomatous hyperplasia, 
senile sebaceous hyperplasia, and verrucous hyperplasia. 

Metaplasia is a form of controlled cell growth in which one type of adult or 
fully differentiated cell substitutes for another type of adult cell. Metaplastic disorders 
which can be diagnosed, prognosed, prevented, and/or treated with compositions of 
the invention (including polynucleotides, polypeptides, agonists or antagonists) 
include, but are not limited to, agnogenic myeloid metaplasia, apocrine metaplasia, 
atypical metaplasia, autoparenchymatous metaplasia, connective tissue metaplasia, 
epithelial metaplasia, intestinal metaplasia, metaplastic anemia, metaplastic 
ossification, metaplastic polyps, myeloid metaplasia, primary myeloid metaplasia, 
secondary myeloid metaplasia, squamous metaplasia, squamous metaplasia of 
amnion, and symptomatic myeloid metaplasia. 

Dysplasia is frequently a forerunner of cancer, and is found mainly in the 
epithelia; it is the most disorderly form of non-neoplastic cell growth, involving a loss 
in individual cell uniformity and in the architectural orientation of cells. Dysplastic 
cells often have abnormally large, deeply stained nuclei, and exhibit pleomorphism. 
Dysplasia characteristically occurs where there exists chronic irritation or 
inflammation. Dysplastic disorders which can be diagnosed, prognosed, prevented, 
and/or treated with compositions of the invention (including polynucleotides, 
polypeptides, agonists or antagonists) include, but are not limited to, anhidrotic 
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ectodermal dysplasia, anterofacial dysplasia, asphyxiating thoracic dysplasia, 
atriodigital dysplasia, bronchopulmonary dysplasia, cerebral dysplasia, cervical 
dysplasia, chondroectodermal dysplasia, cleidocranial dysplasia, congenital 
ectodermal dysplasia, craniodiaphysial dysplasia, craniocarpotarsal dysplasia, 
5 craniometaphysial dysplasia, dentin dysplasia, diaphysial dysplasia, ectodermal 
dysplasia, enamel dysplasia, encephalo-ophthalmic dysplasia, dysplasia epiphysial 
hemimelia, dysplasia epiphysialis multiplex, dysplasia epiphysials punctata, 
epithelial dysplasia, faciodigitogenital dysplasia, familial fibrous dysplasia of jaws, 
familial white folded dysplasia, fibromuscular dysplasia, fibrous dysplasia of bone, 
1 0 florid osseous dysplasia, hereditary renal-retinal dysplasia, hidrotic ectodermal 
dysplasia, hypohidrotic ectodermal dysplasia, lymphopenic thymic dysplasia, 
mammary dysplasia, mandibulofacial dysplasia, metaphysial dysplasia, Mondini 
dysplasia, monostotic fibrous dysplasia, mucoepithelial dysplasia, multiple epiphysial 
dysplasia, oculoauriculovertebral dysplasia, oculodentodigital dysplasia, 
1 5 oculovertebral dysplasia, odontogenic dysplasia, ophthalmomandibulomelic 
dysplasia, periapical cemental dysplasia, polyostotic fibrous dysplasia, 
pseudoachondroplastic spondyloepiphysial dysplasia, retinal dysplasia, septo-optic 
dysplasia, spondyloepiphysial dysplasia, and ventriculoradial dysplasia. 

Additional pre-neoplastic disorders which can be diagnosed, prognosed, 
20 prevented, and/or treated with compositions of the invention (including 

polynucleotides, polypeptides, agonists or antagonists) include, but are not limited to, 
benign dysproliferative disorders (e.g., benign tumors, fibrocystic conditions, tissue 
hypertrophy, intestinal polyps, colon polyps, and esophageal dysplasia), leukoplakia, 
keratoses, Bowen's disease, Farmer's Skin, solar cheilitis, and solar keratosis. 
25 In another embodiment, a polypeptide of the invention, or polynucleotides, 

antibodies, agonists, or antagonists corresponding to that polypeptide, maybe used to 
diagnose and/or prognose disorders associated with the tissue(s) in which the 
polypeptide of the invention is expressed, including one, two, three, four, five, or 
more tissues disclosed in Table 1, column 8 (Tissue Distribution Library Code). 
30 In another embodiment, polynucleotides, polypeptides, antibodies, and/or 

agonists or antagonists of the present invention conjugated to a toxin or a radioactive 
isotope, as described herein, may be used to treat cancers and neoplasms, including, 
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but not limited to those described herein. In a further preferred embodiment, 
polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention conjugated to a toxin or a radioactive isotope, as described herein, 
may be used to treat acute myelogenous leukemia. 

Additionally, polynucleotides, polypeptides, and/or agonists or antagonists of 
the invention may affect apoptosis, and therefore, would be useful in treating a 
number of diseases associated with increased cell survival or the inhibition of 
apoptosis. For example, diseases associated with increased cell survival or the 
inhibition of apoptosis that could be diagnosed, prognosed, prevented, and/or treated 
by polynucleotides, polypeptides, and/or agonists or antagonists of the invention, 
include cancers (such as follicular lymphomas, carcinomas with p53 mutations, and 
hormone-dependent tumors, including, but not limited to colon cancer, cardiac 
tumors, pancreatic cancer, melanoma, retinoblastoma, glioblastoma, lung cancer, 
intestinal cancer, testicular cancer, stomach cancer, neuroblastoma, myxoma, myoma, 
lymphoma, endothelioma, osteoblastoma, osteoclastoma, osteosarcoma, 
chondrosarcoma, adenoma, breast cancer, prostate cancer, Kaposi's sarcoma and 
ovarian cancer); autoimmune disorders such as, multiple sclerosis, Sjogren's 
syndrome, Hashimoto's thyroiditis, biliary cirrhosis, Behcet's disease, Crohn's 
disease, polymyositis, systemic lupus erythematosus and immune-related 
glomerulonephritis and rheumatoid arthritis) and viral infections (such as herpes 
viruses, pox viruses and adenoviruses), inflammation, graft v. host disease, acute graft 
rejection, and chronic graft rejection. 

In preferred embodiments, polynucleotides, polypeptides, and/or agonists or 
antagonists of the invention are used to inhibit growth, progression, and/or metastasis 
of cancers, in particular those listed above. 

Additional diseases or conditions associated with increased cell survival that 
could be diagnosed, prognosed, prevented, and/or treated by polynucleotides, 
polypeptides, and/or agonists or antagonists of the invention, include, but are not 
limited to, progression, and/or metastases ofmalignancies and related disorders such 
as leukemia (including acute leukemias (e.g., acute lymphocytic leukemia, acute 
myelocytic leukemia (including myeloblastic, promyelocyte, myelomonocytic, 
monocytic, and erythroleukemia)) and chronic leukemias (e.g., chronic myelocytic 
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(granulocytic) leukemia and chronic lymphocytic leukemia)), polycythemia vera, 
lymphomas (e.g., Hodgkin's disease and non-Hodgkin's disease), multiple mydloma, 
Waldenstrom's macroglobulinemia, heavy chain disease, and solid tumors including, 
but not limited to, sarcomas and carcinomas such as fibrosarcoma, myxosarcoma, 
5 liposarcoma, chondrosarcoma, osteogenic sarcoma, chordoma, angiosarcoma, 

endotheliosarcoma, lymphangiosarcoma, lymphangioendotheliosarcoma, synovioma, 
mesothelioma, Ewing's tumor, leiomyosarcoma, rhabdomyosarcoma, colon 
carcinoma, pancreatic cancer, breast cancer, ovarian cancer, prostate cancer, 
squamous cell carcinoma, basal cell carcinoma, adenocarcinoma, sweat gland 
10 carcinoma, sebaceous gland carcinoma, papillary carcinoma, papillary 

adenocarcinomas, cystadenocarcinoma, medullary carcinoma, bronchogenic 
carcinoma, renal cell carcinoma, hepatoma, bile duct carcinoma, choriocarcinoma, 
seminoma, embryonal carcinoma, Wiliris tumor, cervical cancer, testicular tumor, 
lung carcinoma, small cell lung carcinoma, bladder carcinoma, epithelial carcinoma, 
15 glioma, astrocytoma, medulloblastoma, craniopharyngioma, ependymoma, 

pinealoma, emangioblastoma, acoustic neuroma, oligodendroglioma, menangioma, 
melanoma, neuroblastoma, and retinoblastoma. 

Diseases associated with increased apoptosis that could be diagnosed, 
prognosed, prevented, and/or treated by polynucleotides, polypeptides, and/or 
20 agonists or antagonists of the invention, include AIDS; neurodegenerative disorders 
(such as Alzheimer's disease, Parkinson's disease, amyotrophic lateral sclerosis, 
retinitis pigmentosa, cerebellar degeneration and brain tumor or prior associated 
disease); autoimmune disorders (such as, multiple sclerosis, Sjogren's syndrome, 
Hashimoto's thyroiditis, biliary cirrhosis, Behcet's disease, Crohn's disease, 
25 polymyositis, systemic lupus erythematosus and immune-related glomerulonephritis 
and rheumatoid arthritis) myelodysplastic syndromes (such as aplastic anemia), graft 
v. host disease, ischemic injury (such as that caused by myocardial infarction, stroke 
and reperfusion injury), liver injury (e.g., hepatitis related liver injury, 
ischemia/reperfusion injury, cholestosis (bile duct injury) and liver cancer); toxin- 
30 induced liver disease (such as that caused by alcohol), septic shock, cachexia and 
anorexia. 
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Hyperproliferative diseases and/or disorders that could be diagnosed, 
prognosed, prevented, and/or treated by polynucleotides, polypeptides, and/or 
agonists or antagonists of the invention, include, but are not limited to, neoplasms 
located in the liver, abdomen, bone, breast, digestive system, pancreas, peritoneum, 
5 endocrine glands (adrenal, parathyroid, pituitary, testicles, ovary, thymus, thyroid), 
eye, head and neck, nervous system (central and peripheral), lymphatic system, 
pelvis, skin, soft tissue, spleen, thorax, and urogenital tract. 

Similarly, other hyperproliferative disorders can also be diagnosed, prognosed, 
prevented, and/or treated by polynucleotides, polypeptides, and/or agonists or 

10 antagonists of the invention. Examples of such hyperproliferative disorders include, 
but are not limited to: hypergammaglobulinemia, lymphoproliferative disorders, 
paraproteinemias, purpura, sarcoidosis, Sezary Syndrome, Waldenstron's 
macroglobulinemia, Gaucher's Disease, histiocytosis, and any other 
hyperproliferative disease, besides neoplasia, located in an organ system listed above. 

1 5 Another preferred embodiment utilizes polynucleotides of the present 

invention to inhibit aberrant cellular division, by gene therapy using the present 
invention, and/or protein fusions or fragments thereof 

Thus, the present invention provides a method for treating cell proliferative 
disorders by inserting into an abnormally proliferating cell a polynucleotide of the 

20 present invention, wherein said polynucleotide represses said expression. 

Another embodiment of the present invention provides a method of treating 
cell-proliferative disorders in individuals comprising administration of one or more 
active gene copies of the present invention to an abnormally proliferating cell or cells. 
In a preferred embodiment, polynucleotides of the present invention is a DNA 

25 construct comprising a recombinant expression vector effective in expressing a DNA 
sequence encoding said polynucleotides. In another preferred embodiment of the 
present invention, the DNA construct encoding the poynucleotides of the present 
invention is inserted into cells to be treated utilizing a retrovirus, or more preferably 
an adenoviral vector (See G J. Nabel, et al, PNAS 1999 96: 324-326, which is 

30 hereby incorporated by reference). In a most preferred embodiment, the viral vector 
is defective and will not transform non-proliferating cells, only proliferating cells. 
Moreover, in a preferred embodiment, the polynucleotides of the present invention 
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inserted into proliferating cells either alone, or in combination with or fused to other 
polynucleotides, can then be modulated via an external stimulus (i.e. magnetic, 
specific small molecule, chemical, or drug administration, etc.), which acts upon the 
promoter upstream of said polynucleotides to induce expression of the encoded 
5 protein product. As such the beneficial therapeutic affect of the present invention 
maybe expressly modulated (i.e. to increase, decrease, or inhibit expression of the 
present invention) based upon said external stimulus. 

Polynucleotides of the present invention may be useful in repressing 
expression of oncogenic genes or antigens. By "repressing expression of the 
10 oncogenic genes 11 is intended the suppression of the transcription of the gene, the 
degradation of the gene transcript (pre-message RNA), the inhibition of splicing, the 
destruction of the messenger RNA, the prevention of the post-translational 
modifications of the protein, the destruction of the protein, or the inhibition of the 
normal function of the protein. 
1 5 For local administration to abnormally proliferating cells, polynucleotides of 

the present invention may be administered by any method known to those of skill in 
the art including, but not limited to transfection, electroporation, microinjection of 
cells, or in vehicles such as liposomes, lipofectin, or as naked polynucleotides, or any 
other method described throughout the specification. The polynucleotide of the 
20 present invention may be delivered by known gene delivery systems such as, but not 
limited to, retroviral vectors (Gilboa, J. Virology 44:845 (1982); Hocke, Nature 
320:275 (1986); Wilson, et al., Proc. Natl. Acad. Sci. U.S.A. 85:3014), vaccinia virus 
system (Chakrabarty et al., Mol. Cell Biol. 5:3403 (1985) or other efficient DNA 
delivery systems (Yates et al., Nature 313:812 (1985)) known to those skilled in the 
25 art. These references are exemplary only and are hereby incorporated by reference. 
In order to specifically deliver or transfect cells which are abnormally proliferating 
and spare non-dividing cells, it is preferable to utilize a retrovirus, or adenoviral (as 
described in the art and elsewhere herein) delivery system known to those of skill in 
the art. Since host DNA replication is required for retroviral DNA to integrate and 
30 the retrovirus will be unable to self replicate due to the lack of the retrovirus genes 
needed for its life cycle. Utilizing such a retroviral delivery system for 
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polynucleotides of the present invention will target said gene and constructs to 
abnormally proliferating cells and will spare the non-dividing normal cells. 

The polynucleotides of the present invention may be delivered directly to cell 
proliferative disorder/disease sites in internal organs, body cavities and the like by use 
of imaging devices used to guide an injecting needle directly to the disease site. The 
polynucleotides of the present invention may also be administered to disease sites at 
the time of surgical intervention. 

By "cell proliferative disease" is meant any human or animal disease or 
disorder, affecting any one or any combination of organs, cavities, or body parts, 
which is characterized by single or multiple local abnormal proliferations of cells, 
groups of cells, or tissues, whether benign or malignant. 

Any amount of the polynucleotides of the present invention may be 
administered as long as it has a biologically inhibiting effect on the proliferation of 
the treated cells. Moreover, it is possible to administer more than one of the 
polynucleotide of the present invention simultaneously to the same site. By 
"biologically inhibiting" is meant partial or total growth inhibition as well as 
decreases in the rate of proliferation or growth of the cells. The biologically 
inhibitory dose may be determined by assessing the effects of the polynucleotides of 
the present invention on target malignant or abnormally proliferating cell growth in 
tissue culture, tumor growth in animals and cell cultures, or any other method known 
to one of ordinary skill in the art 

The present invention is further directed to antibody-based therapies which 
involve administering of anti-polypeptides and anti-polynucleotide antibodies to a 
mammalian, preferably human, patient for treating one or more of the described 
disorders. Methods for producing anti-polypeptides and anti-polynucleotide 
antibodies polyclonal and monoclonal antibodies are described in detail elsewhere 
herein. Such antibodies may be provided in pharmaceutical^ acceptable 
compositions as known in the art or as described herein. 

A summary of the ways in which the antibodies of the present invention may 
be used therapeutically includes binding polynucleotides or polypeptides of the 
present invention locally or systemically in the body or by direct cytotoxicity of the 
antibody, e.g. as mediated by complement (CDC) or by effector cells (ADCC). Some 
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of these approaches are described in more detail below. Armed with the teachings 
provided herein, one of ordinary skill in the art will know how to use the antibodies of 
the present invention for diagnostic, monitoring or therapeutic purposes without 

undue experimentation. 

In particular, the antibodies, fragments and derivatives of the present invention 
are useful for treating a subject having or developing cell proliferative and/or 
differentiation disorders as described herein. Such treatment comprises administering 
a single or multiple doses of the antibody, or a fragment, derivative, or a conjugate 
thereof. 

The antibodies of this invention may be advantageously utilized in 
combination with other monoclonal or chimeric antibodies, or with lymphokines or 
hematopoietic growth factors, for example., which serve to increase the number or 
activity of effector cells which interact with the antibodies. 

It is preferred to use high affinity and/or potent in vivo inhibiting and/or 
neutralizing antibodies against polypeptides or polynucleotides of the present 
invention, fragments or regions thereof, for both immunoassays directed to and 
therapy of disorders related to polynucleotides or polypeptides, including fragements 
thereof, of the present invention. Such antibodies, fragments, or regions, will 
preferably have an affinity for polynucleotides or polypeptides, including fragements 
thereof. Preferred binding affinities include those with a dissociation constant or Kd 
less than 5X10"«M, 10*M. 5X10" 7 M, 10' 7 M, SXIO^M, \oM, 5X10*M. lff»M, 
5X10- ,0 M, l<r 10 M, 5X10-"M, 10** 5X10" ,2 M, 10" 12 M, 5X10' 13 M, Iff"* 5X10" 
14 M, 10' ,4 M, 5X10' 15 M, and W X5 M. 

Moreover, polypeptides of the present invention are useful in inhibiting the 
> angiogenesis of proliferative cells or tissues, either alone, as a protein fusion, or in 
combination with other polypeptides directly or mdirectly, as described elsewhere 
herein. In a most preferred embodiment, said anti-angiogenesis effect may be 
achieved indixectly, for example, through the inhibition of hematopoietic, tumor- 
specific cells, such as tumor-associated macrophages (See Joseph IB, et al. J Natl 
0 Cancer Inst, 90(21):1648-53 (1998), which is hereby incorporated by reference). 
Antibodies directed to polypeptides or polynucleotides of the present invention may 
also result in inhibition of angiogenesis directly, or indirectly (See Witte L, et aL, 
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Cancer Metastasis Rev. 17(2):155-61 (1998), which is hereby incorporated by 
reference)). 

Polypeptides, including protein fusions, of the present invention, or fragments 
thereof may be useful in inhibiting proliferative cells or tissues through the induction 
of apoptosis. Said polypeptides may act either directly, or indirectly to induce 
apoptosis of prohferative cells and tissues, for example in the activation of a death- 
domain receptor, such as tumor necrosis factor (TNF) receptor-1, CD95 (Fas/APO-1), 
TNF-receptor-related apoptosis-mediated piotein (TRAMP) and TNF-related 
apoptosis-inducing ligand (TRAIL) receptor-1 and -2 (See Schulze-OsthofFK, et al 
Eur J Biochem 254(3):439-59 (1998), which is hereby incorporated by reference). ' 
Moreover, in another preferred embodiment of the present invention, said 
polypeptides may induce apoptosis through other mechanisms, such as in the 
activation of other proteins which will activate apoptosis, or through stimulating the 
expression of said proteins, either alone or in combination with small molecule drugs 
or adjuviants, such as apoptonin, galectins, thioredoxins, anti-inflammatory proteins 
(See for example, Mutat Res 400(1 -2):447-55 (1998), Med Hypotheses.50(5):423-33 
(1998), Chem Biol Interact Apr 24;1 1 1-1 12:23-34 (1998), J Mol Med.76(6):402-12 
(1998), Iut J Tissue React;20(l):3-15 (1998), which are all hereby incorporated by 
reference). 

Polypeptides, including protein fusions to, or fragments thereof, of the present 
invention are useful in inhibiting the metastasis of prohferative cells or tissues. 
Inhibition may occur as a direct result of administering polypeptides, or antibodies 
directed to said polypeptides as described elsewere herein, or indirectly, such as 
activating the expression of proteins known to inhibit metastasis, for example alpha 4 
integnns, (See, e.g., Curr Top Microbiol Immunol 1998;231:125-41, which is hereby 
incorporated byreference). Such ftereapeutic affects ofthe present invention may be 
achreved either alone, or in combination with small molecule drugs or adjuvants. 

In another embodiment, the invention provides a method of delivering 
compositions containing the polypeptides of the invention (e.g., compositions 
containingpolypeptides orpolypeptide antibodes associated with heterologous 
polypeptides, heterologous nucleic acids, toxins, or prodrugs) to targeted cells 
expressing the polypeptide of the present invention. Polypeptides or polypeptide 
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antibodes of the invention may be associated with with heterologous polypeptides, 
heterologous nucleic acids, toxins, or prodrugs via hydrophobic, hydrophilic, ionic 
and/or covalent interactions. 

Polypeptides, protein fusions to, or fragments thereof, of the present invention 
are useful in enhancing the immunogenicity and/or antigenicity of proliferating cells 
or tissues, either directly, such as would occur if the polypeptides of the present 
invention 'vaccinated' the immune response to respond to proliferative antigens and 
immunogens, or indirectly, such as in activating the expression of proteins known to 
enhance the immune response (e.g. chemokines), to said antigens and immunogens. 



10 



Renal Disorders 

Polynucleotides, polypeptides, antibodies, and/or agonists or antagonists of the 
present invention, may be used to treat, prevent, diagnose, and/or prognose disorders 
of the renal system. Renal disorders which can be diagnosed, prognosed, prevented, 
1 5 and/or treated with compositions of the invention include, but are not limited to, 
kidney failure, nephritis, blood Vessel disorders of kidney, metabolic and congenital 
kidney disorders, urinary disorders of the kidney, autoimmune disorders, sclerosis and 
necrosis, electrolyte imbalance, and kidney cancers. 

Kidney diseases which can be diagnosed, prognosed, prevented, and/or treated 
20 with compositions of the invention include, but.are not limited to, acute kidney 
failure, chronic kidney failure, atheroembolic renal failure, end-stage renal disease, 
inflammatory diseases of the kidney (e.g., acute glomerulonephritis, postinfectious 
glomerulonephritis, rapidly progressive glomerulonephritis, nephrotic syndrome, 
membranous glomerulonephritis, familial nephrotic syndrome, membranoproliferative 
25 glomerulonephritis I and H, mesangial proliferative glomerulonephritis, chronic 
glomerulonephritis, acute tubulointerstitial nephritis, chronic tubulointerstitial 
nephritis, acute post-streptococcal glomerulonephritis (PSGN), pyelonephritis, lupus 
nephritis, chronic nephritis, interstitial nephritis, and post-streptococcal 
glomerulonephritis), blood vessel disorders of the kidneys (e.g., kidney infarction, 
30 atheroembolic kidney disease, cortical necrosis, malignant nephrosclerosis, renal vein 
thrombosis, renal underperfusion, renal retinopathy, renal ischemia-reperfosion, renal 
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artery embolism, and renal artery stenosis), and kidney disorders resulting form 
urinary tract disease (e.g., pyelonephritis, hydronephrosis, urolithiasis (renal lithiasis, 
nephrohthiasis), reflux nephropathy, urinary tract infections, urinary retention, and 
acute or chronic unilateral obstructive uropathy.) 
5 In addition, compositions of the invention can be used to diagnose, prognose, 

prevent, and/or treat metabolic and congenital disorders of the kidney (e.g., uremia, ' 
renal amyloidosis, renal osteodystrophy, renal tubular acidosis, renal glycosuria, 
nephrogenic diabetes insipidus, cystinuria, Fanconi's syndrome, renal fibrocystic 
osteosis (renal rickets), Hartnup disease, Barrier's syndrome, Liddle's syndrome, 
10 polycystic kidney disease, medullary cystic disease, medullary sponge kidney, ' 
Alport's syndrome, nail-patella syndrome, congenital nephrotic syndrome, CRUSH 
syndrome, horseshoe kidney, diabetic nephropathy, nephrogenic diabetes insipidus, 
analgesic nephropathy, kidney stones, and membranous nephropathy), and 
autoimmune disorders of the kidney (e.g., systemic lupus erythematosus (SUE), 
15 Goodpasture syndrome, IgA nephropathy, and IgM mesangial proliferative 
glomerulonephritis). 

Compositions of the invention can also be used to diagnose, prognose, 
prevent, and/or treat sclerotic or necrotic disorders of the kidney (e.g., 
glomerulosclerosis, diabetic nephropathy, focal segmental glomerulosclerosis 
20 (FSGS), necrotizing glomerulonephritis, and renal papillary necrosis), cancers of the 
kidney (e.g., nephroma, hypernephroma, nephroblastoma, renal cell cancer, 
transitional cell cancer, renal adenocarcinoma, squamous cell cancer, and Wilm's 
tumor), and electrolyte imbalances (e.g., nephrocalcinosis, pyuria, edema, 
hydronephritis, proteinuria, hyponatremia, hypernatremia, hypokalemia, 
25 hyperkalemia, hypocalcemia, hypercalcemia, hypophosphatemia, and 
hyperphosphatemia). 

Polypeptides may be administered using any method known in the art, 
including, but not limited to, direct needle injection at the delivery site, intravenous 
injection, topical adniinistration, catheter infusion, biolistic injectors, particle 
30 accelerators, gelfoam sponge depots, other commercially available depot materials, 
osmotic pumps, oral or suppositorial solid pharmaceutical formulations, decanting or 
topical applications during surgery, aerosol delivery. Such methods are known in the 
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art. Polypeptides may be administered as part of a Therapeutic, described in more 
detail below. Methods of delivering polynucleotides are described in more detail 



herein. 



5 Cardiovasreilar Disorders 

Polynucleotides or polypeptides, or agonists or antagonists of the present 
invention, may be used to treat, prevent, diagnose, and/or prognose cardiovascular 
disorders, including, but not limited to, peripheral artery disease, such as limb 
ischemia. 

L0 Cardiovascular disorders include, but are not limited to, cardiovascular 

abnormalities, such as arterio-arterial fistula, arteriovenous fistula, cerebral 
arteriovenous malformations, congenital heart defects, pulmonary atresia, and 
Scimitar Syndrome. Congenital heart defects include, but are not limited to, aortic 
coarctation, cor triatriatum, coronary vessel anomalies, crisscross heart, dextrocardia, 
15 patent ductus arteriosus, Ebstein's anomaly, Eisenmenger complex, hypoplastic left 
heart syndrome, levocardia, tetralogy of Mot, transposition of great vessels, double 
outlet right ventricle, tricuspid atresia, persistent truncus arteriosus, and heart septal 
defects, such as aortopulmonary septal defect, endocardial cushion defects, 
Lutembacher's Syndrome, trilogy of Fallot, ventricular heart septal defects. 
20 Cardiovascular disorders also include, but are not limited to, heart disease, 

such as arrhythmias, carcinoid heart disease, high cardiac output, low cardiac output, 
cardiac tamponade, endocarditis (including bacterial), heart aneurysm, cardiac arrest, 
congestive heart failure, congestive cardiomyopathy, paroxysmal dyspnea, cardiac 
edema, heart hypertrophy, congestive cardiomyopathy, left ventricular hypertrophy, 
25 right ventricular hypertrophy, post-infarction heart rupture, ventricular septal rupture, 
heart valve diseases, myocardial diseases, myocardial ischemia, pericardial effusion, 
pericarditis (including constrictive and tuberculous), pneumopericardium, 
postpericardiotomy syndrome, pulmonary heart disease, rheumatic heart disease, 
ventricular dysfunction, hyperemia, cardiovascular pregnancy complications, Scimitar 
30 Syndrome, cardiovascular syphilis, and cardiovascular tuberculosis. 

Arrhythmias include, but are not limited to, sinus arrhythmia, atrial 
fibrillation, atrial flutter, bradycardia, extrasystole, Adams-Stokes Syndrome, bundle- 
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branch block, sinoatrial block, long QT syndrome, parasystole, Lown-Ganong-Levine 
Syndrome, Mahaim-type pre-excitation syndrome, WolfT-Parkinson-White syndrome 
sick smus syndrome, tachycardias, and ventricular fibrillation. Tachycardias include ' 
paroxysmal tachycardia, supraventricular tachycardia, accelerated idioventricular 
rhythm, atrioventricular nodal reentry tachycardia, ectopic atrial tachycardia, ectopic 
junctional tachycardia, sinoatrial nodal reentry tachycardia, sinus tachycardia, 
Torsades de Pointes, and ventricular tachycardia. 

Heart valve diseases include, but are not limited to, aortic valve insufficiency 
aortic valve stenosis, hear murmurs, aortic valve prolapse, mitral valve prolapse 
tricuspid valve prolapse, mitral valve insufficiency, mitral valve stenosis, pulmonary 
atresia, pulmonary valve insufficiency, pulmonary valve stenosis, tricuspid atresia, 
tricuspid valve insufficiency, and tricuspid valve stenosis. 

Myocardial diseases include, but are not limited to, alcoholic cardiomyopathy 
congestive cardiomyopathy, hypertrophic cardiomyopathy, aortic subvalvular 
stenosis, pulmonary subvalvular stenosis, restrictive cardiomyopathy, Chagas 
cardiomyopathy, endocardial fibroelastosis, endomyocardial fibrosis, Reams 
Syndrome, myocardial reperfusion injury, and myocarditis. 

Myocardial ischemias include/but are not limited to, coronary disease, such as 
angina pectoris, coronary aneurysm, coronary arteriosclerosis, coronary thrombosis 
coronary vasospasm, myocardial infarction and myocardial stunning. 

Cardiovascular diseases also include vascular diseases such as aneurysms 
angiodysplasia, angiomatosis, bacillary angiomatosis, ffippel-Lindau Disease 
Klippel-Trenaunay-Weber Syndrome, Sturge-Weber Syndrome, angioneurotic edema, 
aortic diseases, Takayasu's Arteritis, aortitis, Leriche's Syndrome, arterial occlusive 
diseases, arteritis, enarteritis, polyarteritis nodosa, cerebrovascular disorders, diabetic 
angiopathies, diabetic retinopathy, embolisms, thrombosis, erythromelalgia, 
hemorrhoids, hepatic veno-occlusive disease, hypertension, hypotension, ischemia, 
peripheral vascular diseases, phlebitis, pulmonary veno-occlusive disease, Raynaud's 
disease, CREST syndrome, retinal vein occlusion, Scimitar syndrome, superior vena 
cava syndrome, telangiectasia, atacia telangiectasia, hereditary hemorrhagic 
telangiectasia, varicocele, varicose veins, varicose ulcer, vasculitis, and venous 
insufficiency. 
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Anonysms mch.de, bat are not limited to, dissecting aneurysms, false 
aneurysms, infected anenrysnrs, ruptured aneurysms, aortic aneurysms, cerebral 
aneurysms, coronary aneurysms, heart aneruysms, and iliac aneurysms. 

Arterial occlusive diseases include, but are not limited to, arteriosclerosrs, 
5 hrtermrrtemclantation, carotid stenosis, fibromuscular dysplasias, meaentenc 
vascular occlusion, Moyamoya disease, renal artery obstiuction, retinal artery 
occlusion, and thromboangiitis obliterans. 

Cerebrovascular disorders include, but are not limited to, camtid artery 
diseases, ccrebrd amyloid angiopauty, cerebral aneurysm, c^ebral anoxia, cerebml 
,0 arteriosclerosis, cerebral arteriovenous malformation, cerebral artery drakes, 
cerebral embolism arrd mrombosis, camud artery thrombosis, sinus thrombosrs, 
Wallenberg's syndrome, cerebral hemorrhage, epidural hematoma, subdural 
hematoma, subarachnoid hemorrhage, cerebral infarction, cerebral ischemra 
(including transient), subclavian steal syndrome, periventiicularlenlromalaca, 
15 vascular headache, cluster headache, migraine, and vertebrobasilar insurgency. 

Embolisms include, but am not limited to, air embolisms, amniooc itad 
embotisms, choleateml emboliama, blue toe syndrome, fat embolisms, pulmonery 
embolisms, and thromoboembolisms. Thmmboais include, but are no. limned to, 
coronas thrombosis, hepatic vein thrombosU, retinal vein occlusion, camtid artery 
20 ftomboais.shnu.ltaomboais.W^ . 

fechemic diaordera include, but are no. limited to, cerebral ischemra, .scheme 
colitis, compartment syndromes, anterior compartment syndrome, myocardial 

is no. limited to, aortitis, arteritis, Behcet's Syndrome, Churg-Strauss Syudmme, 
25 ^^uteneoualymphrtodesy^teombo^* 

vasculitis, Schoeulem-Henoc* pmpum, allergic cutaneous vasculitis, andWegeners 



Polypeptides may be administered using any method known in tire art, 
including, but no. limited to, dime, needle injection a. me delivery site, intravenous 
30 injection, topical administiation, catteter infusion, biolistic injectors, particle 

accelerators, gelfoan sponge depute, other commercially available depot matenab, 
osmotic pumps, oral or suppositorial solid pharmaceutical formulations, decannng or 
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topical applications during surgery, aerosol delivery. Such methods are known in the 
-t Polypephdes may he administered aa par, of a Therapeutic, described in more 

detaHbelow.Mahods of denvering polynucleotides are described inmore detail 
herein. 

5 

Respiratory Disorders 

Polynucleotides or polypeptides, or agonists or antagonist of ft. p resera 

disorders of the respiratory system 
"> ^-^-"ftbe^na.orysystemmcInde.hu.arenotBmited 

rmmtis, vasomotor rhinitis), ms a 1 po^ and sinusitis, juvenile angiofibromas 
^•^^andjnvenacpapffl^^^^^ ' 

bactenal), ^ paraplmjngM , ^ 

large cell carcinoma, and adenocareinoma), anergic disorder (eosinophilic 
pne^onia, hypersensitivity pnenmomtis (e.g, extrinsic anergic alveolitis, anergic 

-0 "P^omti^orga^cdu^pneurnoconioais.an^cbronchopuhnonary 
Wosrs, asunna, Wegener's granulomatosis (gnnndomatoua vasculitis) 

P«,ne ( pnenmonc O cca.pn^a),^,^ w( ^ hy]0 ^ 
pneumoma), Gmm-negative bacterial pneumonia (caused by, ^JH^and 

(Mn^k. and vrral pneumoma (e.g. infto^ chickenpox (varicella) 

^^^^d^of^^^^ 
hnutedtobronchtoh ^poUoWomyehtisXcronp.^ry^^ 
ndfcctton, mumps, etytbetna iofectiosum (fifth disease), roseola infantum, progressive 

^P-^^Hsrop^c^oid^^B^^^ 



WO 01/55430 



PCT/US01/01431 



204 



infections in people with severely suppressed immune systems (e.g., cryptococcosis, 
caused by Cryptococcus neoformans; aspergillosis, caused by Aspergillus spp.; 
candidiasis, causedby^ 

(Pneumocystis pneumonia), atypical pneumonias (e.g., Mycoplasma and Chlamydia 
5 spp.), opportunistic infection pneumonia, nosocomial pneumonia, chemical 
pneumonitis, and aspiration pneumonia, pleural disorders (e.g., pleurisy, pleural 
effusion, and pneumothorax (e.g., simple spontaneous pneumothorax, complicated 
spontaneous pneumothorax, tension pneumothorax)), obstructive airway diseases 
(e g asthma, chronic obstructive pulmonary disease (COPD), emphysema, chrome or 
10 acutebroncmtis),occupationallungdiseases(e.g.,smco S is^ 

pneumoconiosis), asbestosis, berylliosis, occupational asthsma, byssinosis, and 
benign pneumoconioses), Infiltrative LungDisease (e.g., pulmonary fibrosis (e.g., 
fibrosing alveolitis, usual interstitial pneumonia), idiopathic pulmonary fibrosis, 
desquamative interstitial pneumonia, lymphoid interstitial pneumonia, histiocytosis X 
15 (eg Letterer-Siwe disease, Hand-SchuUer-Christian disease, eosinophilic 

granuloma), idiopathic pulmonary hemosiderosis, sarcoidosis and pulmonary alveolar 
proteinosis), Acute respiratory distress syndrome (also called, e.g., adult respiratory 
distress syndrome), edema, pulmonary embolism, bronchitis (e.g., viral, bacterial), 
bronchiectasis, atelectasis, lung abscess (caused by, e.g., Staphylococcus aureus or 
20 Legionella pneumophila), and cystic fibrosis. 

Anfi-Angioeenesis Activity 

The naturally occurring balance between endogenous stimulators and 
inhibitors of angiogenesis is one in which inhibitory influences predominate. 
25 Rastinejad et al. Cell 5*345-355 (1989). hi those rare instances in which 

neovascularization occurs under normal physiological conditions, such as wound 
healing, organ regeneration, embryonic development, and female reproductive 
processes, angiogenesis is stringently regulated and spatially and temporally 
delimited Under conditions of pathological angiogenesis such as that characterizing 
30 solid tumor growth, these regulatory controls fail. Unregulated angiogenesis becomes 
pathologic and sustains progression of many neoplastic and non-neoplasuc diseases. 
A number of serious diseases are dominated by abnormal neovascularization 
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and psonaa,s. See, e.g„ revi ews by Moss « p :63M34 ( , 99I) . 

- * AT. Engl J. Med., 333;1757- 17 o3 (,995); Anerta* « < Jt Mlcmasc . te 
aMOl-411 (.985); Fotaan, Advances in Cancer Research, eds. Klein and 
5 Wemhouae, Academic Press, New York, pp. 175-203 (1985); Pate, Am J. 

^W.P« 1 5-743(1982);andPotanan«< Science 227.-7i9.725 (1983) h, 
number of pathological conditions, to procese of angiogeneaia contributea to the 
dtsease «e For example, aigmfcan, data have aeeen.ula.ed whieh snggest tot to 
grotvth of solid tnmors is dependent on angiogeoesis. Folkman and Klagsbrun 
10 Science 255:442-447 (1987). 

The present invention provides for treatment of diseases or disorders 
assorted withneovascularizanonbyadnnmstrationof^ 
polypeptides of the invention, as well as agonists or antagonists of the present 
mvennon. Malignant and metastatic conditions which can be treated with the 

but are not limited to, malignancies, solid tumors, and cancers described herein and 
otherwise known in the art (for a review of such disorders, see Fishman et al 
Medicine, 2d Ed., J. B. Lippincott Co., Philadelphia (1985)).Thus, the present 
invention provides a method of treating an angiogenesis-related disease and/or 
20 ^comprismgadnumsterrngtoanm^ 

effective amount of a polynucleotide, polypeptide, antagonist and/or agonist of the 
mvennon. For example, polynucleotides, peptides, antagonists and/or agonists 
may be utilized in a variety of additional methods in order to therapeuticaUy treat a 
cancer or tumor. Qw^ bhlh4llfcpi ^ 
antagon^stsand/or^ 

prostate, lung, breast, ovarian, stomach, pancreas, larynx, esophagus, testes, liver 
parotid, biliary tract, colon, rectum, cervix, uterus, endometrium, kidney, bladder' 
thyroid cancer, primary tumors and metastases; melanomas; ghoblastoma; Kaposi's 
">^^ 
30 malignancies; and blood bom tumors such as leukemias. For example 

polynucleotides, polypeptides, antagonists and/or agonists may be delivered topically 
morder to treat cancers such as ^cancer, head and neck tumors, breast tumors, and 
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Kaposi's sarcoma. 

Within yet other aspects, polynucleotides, polypeptides, antagonists and/or 
agonists maybe utilized to treat superficial forms of bladder cancer by, for example, 
intravesical a&nimstration. Polynucleotides, polypeptides, antagonists and/or agonists 
5 may be delivered directly into the tumor, or near the tumor site, via injection or a 
catheter. Of course, as the artisan of ordinary skill will appreciate, the appropriate 
mode of administration will vary according to the cancer to be treated. Other modes 

of delivery are discussed herein. 

Polynucleotides, polypeptides, antagonists and/or agonists may be useful in 
10 treating other disorders, besides cancers, which involve angiogenesis. These 

disorders include, but are not limited to: benign tumors, for example hemangiomas, 
acoustic neuromas, neurofibromas, trachomas, and pyogenic granulomas; 
artheroscleric plaques; ocular angiogenic diseases, for example, diabetic retinopathy, 
retinopathy of prematurity, macular degeneration, corneal graft rejection, neovascular 
glaucoma, retrolental fibroplasia, rubeosis, retinoblastoma, uvietis and Pterygia 
(abnormal blood vessel growth) of the eye; rheumatoid arthritis; psoriasis; delayed 
wound healing; endometriosis; vasculogenesis; granulations; hypertrophic scars 
(keloids); nonunion fractures; scleroderma; trachoma; vascular adhesions; myocardial 
angiogenesis; coronary collaterals; cerebral collaterals; arteriovenous malformations; 
ischemic limb angiogenesis; Osier-Webber Syndrome; plaque neovascularization; 
telangiectasia; hemophiliac joints; angiofibroma; fibromuscular dysplasia; wound 
granulation; Crohn's disease; and atherosclerosis. 

For example, within one aspect of the present invention methods are provided 
for treating hypertrophic scars and keloids, comprising the step of administering a 
25 polynucleotide, polypeptide, antagonist and/or agonist of the invention to a 

hypertrophic scar or keloid. 

Within one embodiment of the present invention polynucleotides, 
polypeptides, antagonists and/or agonists of the invention are directly injected into a 
hypertrophic scar or keloid, in order to prevent the progression of these lesions. This 
30 therapy is of particular value in the prophylactic treatment of conditions which are 
known to result in the development of hypertrophic scars and keloids (e.g., bums), 
and is preferably initiated after the proUferative phase has had time to progress 
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(appmximatelyMdays after the initial injury), but before hjpertrophic scar or keloid 
development. As noted above, the present invention also provides methods for 
treating neovascular diseases of the eye, including for example, corneal 
neovascularization, neovascular glaucoma, proliferative diabetic retinopathy, 
5 retrolental fibroplasia and macular degeneration. 

Moreover, Ocular disorders associated with neovascularization which can be 
treated with the polynucleotides and polypeptides of the present invention (including 
• agonists and/or antagonists) include, but are not limited to: neovascular glaucoma, 
diabetic retinopathy, retinoblastoma, retrolental fibroplasia, uveitis, retinopathy of 
10 prematurity macular degeneration, corneal graft neovascularization, as well as other 
eye inflammatory diseases, ocular tumors and diseases associated with choroidal or 
msneovascularization. See, e.g., reviews by Waltman etal, Am. J. Ophthal. 85:704- 
710 (1978) and Gartner et al, Surv. Ophthal. J?2:291-312 (1978). 

Thus, within one aspect of the present invention methods are provided for 
15 treatmg neovascular diseases of the eye such as corneal neovascularization (including 
corneal graft neovascularization), comprising the step of administering to a patient a 
therapeutically effective amount of a compound (as described above) to the cornea, 
such that the formation of blood vessels is inhibited. Briefly, the cornea is a tissue 
which normally lacks blood vessels. In certain pathological conditions however 
20 capillaries may extend into, the cornea from the pericorneal vascular plexus of me 

hmbus. When the cornea becomes vascularized, it also becomes clouded, resulting in 
a dechne m the patient's visual acuity. Visual loss may become complete if the 
cornea completely opacities. A wide variety of disorders can result in corneal 
neovascularization, including for example, corneal infections (e.g., trachoma, herpes 
25 snnplex keratitis, leishmaniasis and onchocerciasis), immunological processes (e g 
graft rejection and Stevens-Johnson's syndrome), alkali burns, trauma, inflammation 
(of any cause), toxic and nutritional deficiency states, and as a complication of 
wearing contact lenses. 

Withinparticularlypreferred embodiments of the invention, maybe prepared 
for topical aobmnstration in saline (combined with any of the preservatives and 
antnmcrobial agents commonly used in ocular preparations), and administered in 
eyedrop form. The solution or suspension may be prepared in its pure form and 
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administered several times daily. Alternatively, anti-angiogenic compositions, 
prepared as described above, may also be administered directly to the cornea. Within 
preferred embodiments, the anti-angiogenic composition is prepared with a muco- 
adhesive polymer which binds to cornea. Within further embodiments, the anti- 
5 angiogenic factors or anti-angiogenic compositions may be utilized as an adjunct to 
conventional steroid therapy. Topical therapy may also be useful prophylactically in 
corneal lesions which are known to have a high probability of inducing an angiogenic 
response (such as chemical burns). In these instances the treatment, likely in 
combination with steroids, may be instituted immediately to help prevent subsequent 

10 complications. 

Within other embodiments, the compounds described above may be injected 
directly into the corneal stroma by an ophthalmologist under microscopic guidance. 
The preferred site of injection may vary with the morphology of the individual lesion, 
but the goal of the administration would be to place the composition at the advancing 
15 front of the vasculature (i.e., interspersed between the blood vessels and the normal 

cornea). In most cases this would involve perilimbic corneal injection to "protect" the 
• cornea from the advancing blood vessels. This method may also be utilized shortly 
after a corneal insult in order to prophylactically prevent corneal neovascularization. 
In this situation the material could be injected in the perilimbic cornea interspersed 
20 between the corneal lesion and its undesired potential limbic blood supply. Such 
methods may also be utilized in a similar fashion to prevent capillary invasion of 
transplanted corneas. In a sustained-release form injections might only be required 2- 
3 times per year. A steroid could also be added to the injection solution to reduce 
inflammation resulting from the injection itself. 
25 Within another aspect of the present invention, methods are provided for 

treating neovascular glaucoma, comprising the step of adnnnistering to a patient a 
therapeutically effective amount of a polynucleotide, polypeptide, antagonist and/or 
agonist to the eye, such that the formation of blood vessels is inhibited. In one 
embodiment, the compound may be administered topically to the eye in order to treat 
30 early forms of neovascular glaucoma. Within other embodiments, the compound may 
be implanted by injection into the region of the anterior chamber angle. Within other 
embodiments, the compound may also be placed in any location such that the 
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compound is continuously released into the aqueous humor. Within another aspect of 
the present invention, methods are provided for treating proliferative diabetic 
retinopathy, comprising the step of administering to a patient a therapeutically 
effective amount of a polynucleotide, polypeptide, antagonist and/or agonist to the 
eyes, such that the formation of blood vessels is inhibited. 

Within particularly preferred embodiments of the invention, proliferative 
diabetic retinopathy may be treated by injection into the aqueous humor or the 
vitreous, in order to increase the local concentration of the polynucleotide, 
polypeptide, antagonist and/or agonist in the retina. Preferably, this treatment should 
be initiated prior to the acquisition of severe disease requiring photocoagulation. 

Within another aspect of the present invention, methods are provided for 
treating retrolental fibroplasia, comprising the step of administering to a patient a 
therapeutically effective amount of a polynucleotide, polypeptide, antagonist and/or 
agonist to the eye, such that the formation of blood vessels is inhibited. The 
compound may be administered topically, via intravitreous injection and/or via 
intraocular implants. 

. Additionally, disorders which can be treated with the polynucleotides, 
polypeptides, agonists and/or agonists include, but are not limited to, hemangioma, 
arthritis, psoriasis, angiofibroma, atherosclerotic plaques, delayed wound healing, 
granulations, hemophilic joints, hypertrophic scars, nonunion fractures, Osier-Weber 
syndrome, pyogenic granuloma, scleroderma, trachoma, and vascular adhesions. 

Moreover, disorders and/or states, which can be treated, prevented, diagnosed, 
and/or prognosed with the the polynucleotides, polypeptides, agonists and/or agonists 
of the invention include, but are not limited to, solid tumors, blood born tumors such 
as leukemias, tumor metastasis, Kaposi's sarcoma, benign tumors, for example 
hemangiomas, acoustic neuromas, neurofibromas, trachomas, and pyogenic 
granulomas, rheumatoid arthritis, psoriasis, ocular angiogenic diseases, for example, 
diabetic retinopathy, retinopathy of prematurity, macular degeneration, corneal graft 
rejection, neovascular glaucoma, retrolental fibroplasia, rubeosis, retinoblastoma, and 
uvietis, delayed wound healing, endometriosis, vascluogenesis, granulations, 
hypertrophic scars (keloids), nonunion fractures, scleroderma, trachoma, vascular 
adhesions, myocardial angiogenesis, coronary collaterals, cerebral collaterals, 
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arteriovenous malformations, ischemic limb angiogenesis, Osier-Webber Syndrome, 
plaque neovascularization, telangiectasia, hemophiliac joints, angiofibroma 
fibromuscular dysplasia, wound granulation, Crohn ! s disease, atherosclerosis, birth 
control agent by preventing vascularization required for embryo implantation 

5 controlling menstruation, diseases that have angiogenesis as a pathologic consequence 
such as cat scratch disease (Rochele minalia quintosa), ulcers (Helicobacter pylori), 
Bartonellosis and bacillary angiomatosis. 

In one aspect of the birth control method, an amount of the compound 
sufficient to block embryo implantation is administered before or after intercourse and 

10 fertilization have occurred, thus providing an effective method of birth control, 
possibly a "morning after" method. Polynucleotides, polypeptides, agonists and/or 
agonists may also be used in controlling menstruation or administered as either a 
peritoneal lavage fluid or for peritoneal implantation in the treatment of 
endometriosis. 

1 5 Polynucleotides, polypeptides, agonists and/or agonists of the present 

invention may be incorporated into surgical sutures in order to prevent stitch 
granulomas. 

Polynucleotides, polypeptides, agonists and/or agonists may be utilized in a 
wide variety of surgical procedures. For example, within one aspect of the present 

20 invention a compositions (in the form of, for example, a spray or film) may be utilized 
to coat or spray an area prior to removal of a tumor, in order to isolate normal 
surrounding tissues from malignant tissue, and/or to prevent the spread of disease to 
surrounding tissues. Within other aspects of the present invention, compositions (e.g., 
in the form of a spray) may be delivered via endoscopic procedures in order to coat 

25 tumors, or inhibit angiogenesis in a desired locale. Within yet other aspects of the 
present invention, surgical meshes which have been coated with anti- angiogenic 
compositions of the present invention may be utilized in any procedure wherein a 
surgical mesh might be utilized. For example, within one embodiment of the 
invention a surgical mesh laden with an anti-angiogenic composition maybe utilized 

30 during abdominal cancer resection surgery (e.g., subsequent to colon resection) in 
order to provide support to the structure, and to release an amount of the anti- 
angiogenic factor. 
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Within further aspects of the present invention, methods are provided for 
treating tumor excision sites, comprising administering a polynucleotide, polypeptide, . 
agonist and/or agonist to the resection margins of a tumor subsequent to excision, 
such that the local recurrence of cancer and the formation of new blood vessels at the 
5 site is inhibited. Within one embodiment of the invention, the anti-angiogenic 
compound is administered directly to the tumor excision site (e.g., applied by 
swabbing, brushing or otherwise coating the resection margins of the tumor with the 
anti-angiogenic compound). Alternatively, the anti-angiogenic compounds may be 
incoiporated into known surgical pastes prior to administration. Within particularly 

10 preferred embodiments of the invention, the anti-angiogenic compounds are applied 
after hepatic resections for malignancy, and after neurosurgical operations. 

Within one aspect of the present invention, polynucleotides, polypeptides, 
agonists and/or agonists may be administered to the resection margin of a wide 
variety of tumors, including for example, breast, colon, brain and hepatic tumors. For 

15 example, within one embodiment of the invention, anti-angiogenic compounds may 
be administered to the site of a neurological tumor subsequent to excision, such that 
the formation of new blood vessels at the site are inhibited. 

The polynucleotides, polypeptides, agonists and/or agonists of the present 
invention may also be administered along with other anti-angiogenic factors. 

20 Representative examples of other anti-angiogenic factors include: Anti-Invasive 

Factor, retinoic acid and derivatives thereof, paclitaxel, Suramin, Tissue Inhibitor of 
Metalloproteinase-1, Tissue Inhibitor of MetalIoproteinase-2, Plasminogen Activator 
Inhibitor-1, Plasminogen Activator Inhibitor-2, and various foims of the lighter "d 
group" transition metals. 

25 Lighter "d group" transition metals include, for example, vanadium, 

molybdenum, tungsten, titanium, niobium, and tantalum species. Such transition 
metal species may form transition metal complexes. Suitable complexes of the 
above-mentioned transition metal species include oxo transition metal complexes. 
Representative examples of vanadium complexes include oxo vanadium 

30 complexes such as vanadate and vanadyl complexes. Suitable vanadate complexes 
include metavanadate and orthovanadate complexes such as, for example, ammonium 
metavanadate, sodium metavanadate, and sodium orthovanadate. Suitable vanadyl 
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complexes include, for example, vanadyl acetylacetonate and vanadyl sulfate 
including vanadyl sulfate hydrates such as vanadyl sulfate mono- and trihydrates. 

Representative examples of tungsten and molybdenum complexes also include 
oxo complexes. Suitable oxo tungsten complexes include tungstate and tungsten 
5 oxide complexes. Suitable tungstate complexes include ammonium tungstate, 
calcium tungstate, sodium tungstate dihydrate, and tungstic acid. Suitable tungsten 
oxides include tungsten (IV) oxide and tungsten (VI) oxide. Suitable oxo 
molybdenum complexes include molybdate, molybdenum oxide, and molybdenyl 
complexes. Suitable molybdate complexes include ammonium molybdate and its 
10 hydrates, sodium molybdate and its hydrates, and potassium molybdate and its 

hydrates. Suitable molybdenum oxides include molybdenum (VI) oxide, molybdenum 
(VI) oxide, and molybdic acid. Suitable molybdenyl complexes include, for example, 
molybdenyl acetylacetonate. Other suitable tungsten and molybdenum complexes 
include hydroxo derivatives derived from, for example, glycerol, tartaric acid, and 
15 sugars. 

A wide variety of other anti-angiogenic factors may also be utilized within the 
context of the present invention. Representative examples include platelet factor 4; 
protamine sulphate; sulphated chitin derivatives (prepared from queen crab shells), 
(Murata et al., Cancer Res. 51:22-26, 1991); Sulphated Polysaccharide Peptidoglycan 
20 Complex (SP- PG) (the function of this compound may be enhanced by the presence 
of steroids such as estrogen, and tamoxifen citrate); Staurosporine; modulators of 
matrix metabolism, including for example, proline analogs, cishydroxyproline, d,L- 
3,4-dehydroproline, Thiaproline, alpha,alpha-dipyridyl, aminopropionitrile fumarate; 
4-propyl-5-(4-pyridinyl)-2(3H)-oxazolone; Methotrexate; Mitoxantrone; Heparin; 
25 Interferons; 2 Macroglobulin-serum; ChIMP-3 (Pavloff et al., J. Bio. Chem. 

267:17321-17326, 1992); Chymostatin (Tomkinson et al., Biochem J. 286:475-480, 
1992); Cyclodextrin Tetradecasulfate; Eponemycin; Camptothecin; Fumagjllin 
(Ingber et al., Nature 348:555-557, 1990); Gold Sodium Thiomalate ("GST"; 
Matsubara and Ziff, J. Clin. Invest 79:1440-1446, 1987); anncollagenase-serum; 
30 alpha2-antiplasmin (Holmes et al., J. Biol. Chem. 262(4): 1659- 1664, 1987); 

Bisantrene (National Cancer Institute); Lobenzarit disodium (N-(2)-carboxyphenyl-4- 
chloroanthronilic acid disodium or "CCA"; Takeuchi et al., Agents Actions 36:312- 
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316, 1992); Thalidomide; Angostatic steroid; AGM-1470; carboxynaminolmidazole; 
and metalloproteinase inhibitors such as BB94. 

Diseases at the Cellular I.av»i 

Diseases associated with increased cell survival or the inhibition of apoptosis 
that could be treated, prevented, diagnosed, and/or prognosed using polynucleotides 
or polypeptides, as well as antagonists or agonists of the present invention, include 
cancers (such as follicular lymphomas, carcinomas with p53 mutations, and hormone- 
dependent tumors, including, but not limited to colon cancer, cardiac tumors, 
pancreatic cancer, melanoma, retinoblastoma, glioblastoma, lung cancer, intestinal 
cancer, testicular cancer, stomach cancer, neuroblastoma, myxoma, myoma, 
lymphoma, endothelioma, osteoblastoma, osteoclastoma, osteosarcoma, 
chondrosarcoma, adenoma, breast cancer, prostate cancer, Kaposi's sarcoma and 
ovarian cancer); autoimmune disorders (such as, multiple sclerosis," Sjogren's 
syndrome, Hashimoto's thyroiditis, biliary cirrhosis, Behcet's disease, Crohn's 
disease, polymyositis, systemic lupus erythematosus and immune-related 
glomerulonephritis and rheumatoid arthritis) and viral infections (such as herpes 
viruses, pox viruses and adenoviruses), inflammation, graft v. host disease, acute graft 
rejection, and chronic graft rejection. 

In preferred embodiments, polynucleotides, polypeptides, and/or antagonists 
of the invention are used to inhibit growth, progression, and/or metasis of cancers, in 
particular those listed above. 

Additional diseases or conditions associated with increased cell survival that 
could be treated or detected by polynucleotides or polypeptides, or agonists or 
antagonists of the present invention include, but are not limited to, progression, and/or 
metastases of malignancies and related disorders such as leukemia (including acute 
leukemias (e.g., acute lymphocytic leukemia, acute myelocytic leukemia (including 
myeloblasts, promyelocytic,myelomonocytic, monocytic, and eiythroleukemia)) and 
chronic leukemias (e.g., chronic myelocytic (granulocytic) leukemia and chronic 
lymphocytic leukemia)), polycythemia vera, lymphomas (e.g., Hodgkin's disease and 
non-Hodgkin's disease), multiple myeloma, Waldenstrom's macroglobulinemia, heavy 
chain disease, and solid tumors including, but not limited to, sarcomas and 
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carcinomas such as fibrosarcoma, myxosarcoma, liposarcoma, chondrosarcoma, 
osteogenic sarcoma, chordoma, angiosarcoma, endotheliosarcoma, 
lymphangiosarcoma, lymphangioendotheliosarcoma, synovioma, mesothelioma, 
Ewing's tumor, leiomyosarcoma, rhabdomyosarcoma, colon carcinoma, pancreatic . 
cancer, breast cancer, ovarian cancer, prostate cancer, squamous cell carcinoma, basal 
cell carcinoma, adenocarcinoma, sweat gland carcinoma, sebaceous gland carcinoma, 
papillary carcinoma, papillary adenocarcinomas, cystadenocarcinoma, medullary 
carcinoma, bronchogenic carcinoma, renal cell carcinoma, hepatoma, bile duct 
carcinoma, choriocarcinoma, seminoma, embryonal carcinoma, Wilm's tumor, 
cervical cancer, testicular tumor, lung carcinoma, small cell lung carcinoma, bladder 
carcinoma, epithelial carcinoma, glioma, astrocytoma, medulloblastoma, 
craniopharyngioma, ependymoma, pinealoma, hemangioblastoma, acoustic neuroma, 
oligodendroglioma, menangioma, melanoma, neuroblastoma, and retinoblastoma. 

Diseases associated with increased apoptosis that could be treated, prevented, 
diagnosed, and/or prognesed using polynucleotides or polypeptides, as well as 
agonists or antagonists of the present invention, include, but are not limited to, AIDS; 
neurodegenerative disorders (such as Alzheimer's disease, Parkinson's disease, 
Amyotrophic lateral sclerosis, Retinitis pigmentosa, Cerebellar degeneration and 
brain tumor or prior associated disease); autoimmune disorders (such as, multiple 
sclerosis, Sjogren's syndrome, Hashimoto's thyroiditis, biliary cirrhosis, Behcet's 
disease, Crohn's disease, polymyositis, systemic lupus erythematosus and immune- 
related glomerulonephritis and rheumatoid arthritis) myelodysplastic syndromes (such 
as aplastic anemia), graft v. host disease, ischemic injury (such as that caused by 
myocardial infarction, stroke and reperfusion injury), liver injury (e.g., hepatitis 
related liver injury, ischemia/reperfusion injury, cholestosis (bile duct injury) and 
liver cancer); toxin-induced liver disease (such as that caused by alcohol), septic 
shock, cachexia and anorexia. 

Wound Healing and Epithelial Cell Proliferation 

In accordance with yet a further aspect of the present invention, there is 
provided a process for utilizing polynucleotides or polypeptides, as well as agonists or 
antagonists of the present invention, for therapeutic purposes, for example, to 
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stimulate epithelial cell proliferation and basal keratinocytes for the purpose of wound 
healing, and to stimulate hair follicle production and healing of dermal wounds. 
Polynucleotides or polypeptides, as well as agonists or antagonists of the present 
invention, may be clinically useful in stimulating wound healing including surgical 
wounds, excisional wounds, deep wounds involving damage of the dermis and 
epidermis, eye tissue wounds, dental tissue wounds, oral cavity wounds, diabetic 
ulcers, dermal ulcers, cubitus ulcers, arterial ulcers, venous stasis ulcere, bums 
resulting from heat exposure or chemicals, and other abnormal wound healing 
conditions such as uremia, malnutrition, vitamin deficiencies and complications 
associated with systemic treatment with steroids, radiation therapy and antineoplastic 
drugs and antimetabolites. Polynucleotides or polypeptides, as well as agonists or 
antagonists of the present invention, could be used to promote dermal reestablishment 
subsequent to dermal loss 

Polynucleotides or polypeptides, as well as agonists or antagonists of the 
present invention, could be used to increase the adherence of skin grafts to a wound 
bed and to stimulate re-epithelialization from the wound bed. The following are types 
of grafts that polynucleotides or polypeptides, agonists or antagonists of the present 
invention, could be used to increase adherence to a wound bed: autografts, artificial 
skin, allografts, autodennic graft, autoepdermic grafts, avacular grafts, Blair-Brown 
grafts, bone graft, brephoplastic grafts, cutis graft, delayed graft, dermic graft, 
epidermic graft, fascia graft, full thickness graft, heterologous graft, xenograft, 
homologous graft, hyperplastic graft, lamellar graft, mesh graft, mucosal graft, Ollier- 
Thiersch graft, omenpal graft, patch graft, pedicle graft, penetrating graft, split skin 
graft, thick split graft. Polynucleotides or polypeptides, as well as agonists or 
antagonists of the present invention, can be used to promote skin strength and to 
improve the appearance of aged skin. 

It is believed that polynucleotides or polypeptides, as well as agonists or 
antagonists of the present invention, will also produce changes in hepatocyte 
prohferation, and epithelial cell proliferation in the lung, breast, pancreas, stomach, 
small intestine, and large intestine. Polynucleotides or polypeptides, as well as 
agonists or antagonists of the present invention, could promote proliferation of 
epithelial cells such as sebocytes, hair follicles, hepatocytes, type n pneumocytes, 
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mucin-producing goblet cells, and other epithelial cells and their progenitors 
contained within the skin, lung, liver, and gastrointestinal tract. Polynucleotides or 
polypeptides, agonists or antagonists of the present invention, may promote 
proliferation of endothelial cells, keratinocytes, and basal keratinocytes. 

5 Polynucleotides or polypeptides, as well as agonists or antagonists of the 

present invention, could also be used to reduce the side effects of gut toxicity that 
result from radiation, chemotherapy treatments or viral infections. Polynucleotides or 
polypeptides, as well as agonists or antagonists of the present invention, may have a 
cytoprotective effect on the small intestine mucosa. Polynucleotides or polypeptides, 

10 as well as agonists or antagonists of the present invention, may also stimulate healing 
of mucositis (mouth ulcers) that result from chemotherapy and viral infections. 

Polynucleotides or polypeptides, as well as agonists or antagonists of the 
present invention, could further be used in full regeneration of skin in full and partial 
thickness skin defects, including burns, (i.e., repopulation of hair follicles, sweat 

1 5 glands, and sebaceous glands), treatment of other skin defects such as psoriasis. 
Polynucleotides or polypeptides, as well as agonists or antagonists of the present 
invention, could be used to treat epidermolysis bullosa, a defect in adherence of the 
epidermis to the underlying dermis which results in frequent, open and painful blisters 
by accelerating reepithelialization of these lesions. Polynucleotides or polypeptides, 

20 as well as agonists or antagonists of the present invention, could also be used to treat 
gastric and doudenal ulcers and help heal by scar formation of the mucosal lining and 
regeneration of glandular mucosa and duodenal mucosal lining more rapidly. 
Inflammatory bowel diseases, such as Crohn's disease and ulcerative colitis, are 
diseases which result in destruction of the mucosal surface of the small or large 

25 intestine, respectively. Thus, polynucleotides or polypeptides, as well as agonists or 
antagonists of the present invention, could be used to promote the resurfacing of the 
mucosal surface to aid more rapid healing and to prevent progression of inflammatory 
bowel disease. Treatment with polynucleotides or polypeptides, agonists or 
antagonists of the present invention, is expected to have a significant effect on the 

30 production of mucus throughout the gastrointestinal tract and could be used to protect 
the intestinal mucosa from injurious substances that are ingested or following surgery. 
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Polynucleotides or polypeptides, as well as agonists or antagonists of the present 
invention, could be used to treat diseases associate with the under expression. 

Moreover, polynucleotides or polypeptides, as well as agonists or antagonists 
of the present invention, could be used to prevent and heal damage to the lungs due to 
various pathological states. Polynucleotides or polypeptides, as well as agonists or 
antagonists of the present invention, which could stimulate proliferation and 
differentiation and promote the repair of alveoli and brochiolar epithelium to prevent 
or treat acute or chronic lung damage. For example, emphysema, which results in the 
progressive loss of aveoli, and inhalation injuries, i.e., resulting from smoke 
inhalation and bums, that cause necrosis of the bronchiolar epithelium and alveoli 
could be effectively treated using polynucleotides or polypeptides, agonists or 
antagonists of the present invention. Also, polynucleotides or polypeptides, as well as 
agonists or antagonists of the present invention, could be used to stimulate the 
proliferation of and differentiation of type II pneumocytes, which may help treat or 
prevent disease such as hyaline membrane diseases, such as infant respiratory distress, 
syndrome and bronchopulmonary displasia, in premature infants. 

Polynucleotides or polypeptides, as well as agonists or antagonists of the 
present invention, could stimulate the proliferation and differentiation of hepatocytes 
and, thus, could be used to alleviate or treat liver diseases and pathologies such as 
fulminant liver failure caused by cirrhosis, liver damage caused by viral hepatitis and 
toxic substances (i.e., acetaminophen, carbon tetraholoride and other hepatotoxins 
known in the art). 

In addition, polynucleotides or polypeptides, as well as agonists or antagonists 
of the present invention, could be used treat or prevent the onset of diabetes mellitus. 
In patients with newly diagnosed Types I and H diabetes, where some islet cell 
function remains, polynucleotides or polypeptides, as well as agonists or antagonists 
of the present invention, could be used to maintain the islet function so as to alleviate, 
delay or prevent permanent manifestation of the disease. Also, polynucleotides or 
polypeptides, as well as agonists or antagonists of the present invention, could be used 
as an auxiliary in islet cell transplantation to improve or promote islet cell function. 
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Neural Activity and Neurological Diseases 

The polynucleotides, polypeptides and agonists or antagonists of the invention 
may be used for the diagnosis and/or treatment of diseases, disorders, damage or 
injury of the brain and/or nervous system. Nervous system disorders that can be 

5 treated with the compositions of the invention (e.g., polypeptides, polynucleotides, 
and/or agonists or antagonists), include, but are not limited to, nervous system 
injuries, and diseases or disorders which result in either a disconnection of axons, a 
diminution or degeneration of neurons, or demyelination. Nervous system lesions 
which may be treated in a patient (including human and non-human mammalian 

10 patients) according to the methods of the invention, include but are not limited to, the 
following lesions of either the central (including spinal cord, brain) or peripheral 
nervous systems: (1) ischemic lesions, in which a lack of oxygen in a portion of the 
nervous system results in neuronal injury or death, including cerebral infarction or 
ischemia, or spinal cord infarction or ischemia; (2) traumatic lesions, including 

1 5 lesions caused by physical injury or associated with surgery, for example, lesions 
which sever a portion of the nervous system, or compression injuries; (3) malignant 
lesions, in which a portion of the nervous system is destroyed or injured by malignant 
tissue which is either a nervous system associated malignancy or a malignancy 
derived from non-nervous system tissue; (4) infectious lesions, in which a portion of 

20 the nervous system is destroyed or injured as a result of infection, for example, by an 
abscess or associated with infection by human immunodeficiency virus, herpes zoster, 
or herpes simplex virus or with Lyme disease, tuberculosis, or syphilis; (5) 
degenerative lesions, in which a portion of the nervous system is destroyed or injured 
as a result of a degenerative process including but not limited to, degeneration 

25 associated with Parkinson's disease, Alzheimer's disease, Huntington's chorea, or 
amyotrophic lateral sclerosis (ALS); (6) lesions associated with nutritional diseases 
or disorders, in which a portion of the nervous system is destroyed or injured by a 
nutritional disorder or disorder of metabolism including, but not limited to, vitamin 
B12 deficiency, folic acid deficiency, Wernicke disease, tobacco-alcohol amblyopia, 

30 Marchiafava-Bignami disease (primary degeneration of the coipus callosum), and 
alcoholic cerebellar degeneration; (7) neurological lesions associated with systemic 
diseases including, but not limited to, diabetes (diabetic neuropathy, Bell's palsy), 
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systemic lupus erythematosus, carcinoma, or sarcoidosis; (8) lesions caused by toxic 
substances including alcohol, lead, or particular neurotoxic (9) demyelinated 
lesions in which a portion of the nervous system is destroyed or injured by a 
demyelinating disease including, but not limited to, multiple sclerosis, human 
immunodeficiency virus-associated myelopathy, transverse myelopathy or various 
etiologies, progressive multifocal leukoencephalopathy, and central pontine 
myelinolysis. 

In one embodiment, the polypeptides, polynucleotides, or agonists or 
antagonists of the invention are used to protect neural cells from the damaging effects 
of hypoxia. In a further preferred embodiment, the polypeptides, polynucleotides, or 
agonists or antagonists of the invention are used to protect neural cells from the 
damaging effects of cerebral hypoxia. According to this embodiment, the 
compositions of the invention are used to treat or prevent neural cell injury associated 
with cerebral hypoxia. In one non-exclusive aspect of this embodiment, the 
polypeptides, polynucleotides, or agonists or antagcmists of the invention, are used to 
treat or prevent neural cell injury associated with cerebral ischemia. In another non- 
exclusive aspect of this embodiment, the polypeptides, polynucleotides, or agonists or 
antagonists of the invention are used to treat or prevent neural cell injury associated 
with cerebral infarction. 

hi another preferred embodiment, the polypeptides, polynucleotides, or 
agonists or antagonists of the invention are used to treat or prevent neural cell injury 
associated with a stroke. In a specific embodiment, the polypeptides, polynucleotides, 
or agonists or antagonists of the invention are used to treat or prevent cerebral neural 
cell injury associated with a stroke. 

In another preferred embodiment, the polypeptides, polynucleotides, or 
agonists or antagonists of the invention are used to treat or prevent neural cell injury 
associated with a heart attack. In a specific embodiment, the polypeptides, 
polynucleotides, or agonists or antagonists of the invention are used to treat or prevent 
cerebral neural cell injury associated with a heart attack. 

The compositions of the invention which are useful for treating or preventing 
a nervous system disorder may be selected by testing for biological activity in 
promoting the survival or differentiation of neurons. For example, and not by way of 
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limitation, compositions of the invention which elicit any of the following effects may 
be useful according to the invention: (1) increased survival time of neurons in culture 
either in the presence or absence of hypoxia or hypoxic conditions; (2) increased 
sprouting of neurons in culture or in vivo; (3) increased production of a neuron- 
associated molecule in culture or in vivo, e.g., choline acetyltransferase or 
acetylcholinesterase with respect to motor neurons; or (4) decreased symptoms of 
neuron dysfunction in vivo. Such effects may be measured by any method known in 
the art. In preferred, non-limiting embodiments, increased survival of neurons may 
routinely be measured using a method set forth herein or otherwise known in the art, 
such as, for example, in Zhang et al., Proc Natl Acad Sci USA 97:3637-42 (2000) or 
in Arakawa et al, J. Neurosci., 2(7:3507-15 (1990); increased sprouting of neurons 
may be detected by methods known in the art, such as, for example, the methods set 
forth in Pestronk et al, Exp. Neurol, 70:65-82 (1980), or Brown et al, Ann. Rev. 
Neurosci., 4:17-42 (1981); increased production of neuron-associated molecules may 
be measured by bioassay, enzymatic assay, antibody binding, Northern blot assay, 
etc., using techniques known in the art and depending on the molecule to be 
measured; and motor neuron dysfunction may be measured by assessing the physical 
manifestation of motor neuron disorder, e.g., weakness, motor neuron conduction 
velocity, or functional disability. 

In specific embodiments, motor neuron disorders that may be treated 
according to the invention include, but are not limited to, disorders such as infarction, 
infection, exposure to toxin, trauma, surgical damage, degenerative disease or 
malignancy that may affect motor neurons as well as other components of the nervous 
system, as well as disorders that selectively affect neurons such as amyotrophic lateral 
sclerosis, and including, but not limited to, progressive spinal muscular atrophy, 
progressive bulbar palsy, primary lateral sclerosis, infantile and juvenile muscular 
atrophy, progressive bulbar paralysis of childhood (Fazio-Londe syndrome), 
poliomyelitis and the post polio syndrome, and Hereditary Motorsensory Neuropathy 
(Charcot-Marie-Tooth Disease). 

Further, polypeptides or polynucleotides of the invention may play a role in 
neuronal survival; synapse formation; conductance; neural differentiation, etc. Thus, 
compositions of the invention (including polynucleotides, polypeptides, and agonists 



WO 01/55430 



PCT/US01/01431 



221 

or antagonists) may be used to diagnose and/or treat or prevent diseases or disorders 
associated with these roles, including, but not limited to, learning and/or cognition 
disorders. The compositions of the invention may also be useful in the treatment or 
prevention of neurodegenerative disease states and/or behavioural disorders. Such 
neurodegenerative disease states and/or behavioral disorders include, but are not 
limited to, Alzheimer's Disease, Parkinson's Disease, Huntington's Disease, Tourette 
Syndrome, schizophrenia, mania, dementia, paranoia, obsessive compulsive disorder, 
panic disorder, learning disabilities, ALS, psychoses, autism, and altered behaviors, 
including disorders in feeding, sleep patterns, balance, and perception. In addition, 
compositions of the invention may also play a role in the treatment, prevention and/or 
detection of developmental disorders associated with the developing embryo, or 
sexually-linked disorders. 

Additionally, polypeptides, polynucleotides and/or agonists or antagonists of 
the invention, may be useful in protecting neural cells from diseases, damage, 
disorders, or injury, associated with cerebrovascular disorders including, but not 
limited to, carotid artery diseases (e.g., carotid artery thrombosis, carotid stenosis, or 
Moyamoya Disease), cerebral amyloid angiopathy, cerebral aneurysm, cerebral 
anoxia, cerebral arteriosclerosis, cerebral arteriovenous malformations, cerebral artery 
diseases, cerebral embolism and thrombosis (e.g., carotid artery thrombosis, sinus 
thrombosis, or Wallenberg's Syndrome), cerebral hemorrhage (e.g., epidural or 
subdural hematoma, or subarachnoid hemorrhage), cerebral infarction, cerebral 
ischemia (e.g., transient cerebral ischemia, Subclavian Steal Syndrome, or 
vertebrobasilar insufficiency), vascular dementia (e.g., multi-infarct), leukomalacia, 
periventricular, and vascular headache (e.g., cluster headache or migraines). 

In accordance with yet a further aspect of the present invention, there is 
provided a process for utilizing polynucleotides or polypeptides, as well as agonists or 
antagonists of the present invention, for therapeutic purposes, for example, to 
stimulate neurological cell proliferation and/or differentiation. Therefore, 
polynucleotides, polypeptides, agonists and/or antagonists of the invention may be 
used to treat and/or detect neurologic diseases. Moreover, polynucleotides or 
polypeptides, or agonists or antagonists of the invention, can be Used as a marker or 
detector of a particular nervous system disease or disorder. 
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Examples of neurologic diseases which can be treated or detected with 
polynucleotides, polypeptides, agonists, and/or antagonists of the present invention 
include brain diseases, such as metabolic brain diseases which includes 
phenylketonuria such as maternal phenylketonuria, pyruvate carboxylase deficiency, 

5 pyruvate dehydrogenase complex deficiency, Wernicke's Encephalopathy, brain 
edema, brain neoplasms such as cerebellar neoplasms which include infratentorial 
neoplasms, cerebral ventricle neoplasms such as choroid plexus neoplasms, 
hypothalamic neoplasms, supratentorial neoplasms, canavan disease, cerebellar 
diseases such as cerebellar ataxia which include spinocerebellar degeneration such as 

1 0 ataxia telangiectasia, cerebellar dyssynergia, Friederich's Ataxia, Machado- Joseph 
Disease, olivopontocerebellar atrophy, cerebellar neoplasms such as infratentorial 
neoplasms, diffuse cerebral sclerosis such as encephalitis periaxialis, globoid cell 
leukodystrophy, metachromatic leukodystrophy and subacute sclerosing 
panencephalitis. 

1 5 • Additional neurologic diseases which can be treated or detected with 

polynucleotides, polypeptides, agonists, and/or antagonists of the present invention 
include cerebrovascular disorders (such as carotid artery diseases which include 
carotid artery thrombosis, carotid stenosis and Moyamoya Disease), cerebral amyloid 
angiopathy, cerebral aneurysm, cerebral anoxia, cerebral arteriosclerosis, cerebral 

20 arteriovenous malformations, cerebral artery diseases, cerebral embolism and 
thrombosis such as carotid artery thrombosis, sinus thrombosis and Wallenberg's 
Syndrome, cerebral hemorrhage such as epidural hematoma, subdural hematoma and 
subarachnoid hemorrhage, cerebral infarction, cerebral ischemia such as transient 
cerebral ischemia, Subclavian Steal Syndrome and vertebrobasilar insufficiency, 

25 vascular dementia such as multi-infarct dementia, periventricular leukomalacia, 
vascular headache such as cluster headache and migraine. 

Additional neurologic diseases which can be treated or detected with 
polynucleotides, polypeptides, agonists, and/or antagonists of the present invention 
include dementia such as AIDS Dementia Complex, presenile dementia such as 

30 Alzheimer's Disease and Creutzfeldt-Jakob Syndrome, senile dementia such as 

Alzheimer's Disease and progressive supranuclear palsy, vascular dementia such as 
multi-infarct dementia, encephalitis which include encephalitis periaxialis, viral 
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encephalitis such as epidemic encephalitis, Japanese Encephalitis, St. Louis 
Encephalitis, tick-bome encephalitis and West Nile Fever, acute disseminated 
encephalomyelitis, meningoencephalitis such as uveomeningoencephalitic syndrome, 
Postencephalitic Parkinson Disease and subacute sclerosing panencephalitis, 
5 encephalomalacia such as periventricular leukomalacia, epilepsy such as generalized 
epilepsy which includes infantile spasms, absence epilepsy, myoclonic epilepsy which 
includes MERRF Syndrome, tonic-clonic epilepsy, partial epilepsy such as complex 
partial epilepsy, frontal lobe epilepsy and temporal lobe epilepsy, post-traumatic 
epilepsy, status epilepticus such as Epilepsia Partialis Continua, and Hallervorden- 

10 Spatz Syndrome. 

Additional neurologic diseases which can be treated or detected with 
polynucleotides, polypeptides, agonists, and/or antagonists of the present invention 
include hydrocephalus such as Dandy-Walker Syndrome and normal pressure 
hydrocephalus, hypothalamic diseases such as hypothalamic neoplasms, cerebral 

1 5 malaria, narcolepsy which includes cataplexy, bulbar poliomyelitis, cerebri 
pseudotumor, Rett Syndrome, Reye's Syndrome, thalamic diseases, cerebral 
toxoplasmosis, intracranial tuberculoma and Zellweger Syndrome, central nervous 
system infections such as AIDS Dementia Complex, Brain Abscess, subdural 
empyema, encephalomyelitis such as Equine Encephalomyelitis, Venezuelan Equine 

20 Encephalomyelitis, Necrotizing Hemorrhagic Encephalomyelitis, Visna, and cerebral 
malaria. 

Additional neurologic diseases which can be treated or detected with 
polynucleotides, polypeptides, agonists, and/or antagonists of the present invention 
include meningitis such as arachnoiditis, aseptic meningtitis such as viral meningtitis 

25 which includes lymphocytic choriomeningitis, Bacterial meningtitis which includes 
Haemophilus Meningtitis, Listeria Meningtitis, Meningococcal Meningtitis such as 
Waterhouse-Friderichsen Syndrome, Pneumococcal Meningtitis and meningeal 
tuberculosis, fungal meningitis such as Cryptococcal Meningtitis, subdural effusion, 
meningoencephalitis such as uvemeningoencephalitic syndrome, myelitis such as 

30 transverse myelitis, neurosyphilis such as tabes dorsalis, poliomyelitis which includes 
bulbar poliomyelitis andpostpoliomyelitis syndrome, prion diseases (such as 



WO 01/55430 



PCT/US01/01431 



224 

Creutzfeldt Jakob Syndrome, Bovine Spongiform Encephalopathy, Gerstmann- 
Straussler Syndrome, Kuru, Scrapie), and cerebral toxoplasmosis. 

Additional neurologic diseases which can be treated or detected with 
polynucleotides, polypeptides, agonists, and/or antagonists of the present invention 
5 include central nervous system neoplasms such as brain neoplasms that include 
cerebellar neoplasms such as infratentorial neoplasms, cerebral ventricle neoplasms 
such as choroid plexus neoplasms, hypothalamic neoplasms and supratentorial 
neoplasms, meningeal neoplasms, spinal cord neoplasms which include epidural 
neoplasms, demyelinating diseases such as Canavan Diseases, diffuse cerebral 
10 sceloris which includes adrenoleukodystrophy, encephalitis periaxialis, globoid cell 
leukodystrophy, diffuse cerebral sclerosis such as metachromatic leukodystrophy, 
allergic encephalomyelitis, necrotizing hemorrhagic encephalomyelitis, progressive 
multifocal leukoencephalopathy, multiple sclerosis, central pontine myelinolysis, 
transverse myelitis, neuromyelitis optica, Scrapie, Swayback, Chronic Fatigue 
1 5 Syndrome, Visna, High Pressure Nervous Syndrome, Meningism, spinal cord diseases 
such as amyotonia congenita, amyotrophic lateral sclerosis, spinal muscular atrophy 
such as Werdnig-Hoffmann Disease, spinal cord compression, spinal cord neoplasms 
such as epidural neoplasms, syringomyelia, Tabes Dorsalis, Stiff-Man Syndrome, 
mental retardation such as Angelman Syndrome, Cri-du-Chat Syndrome, De Lange's 
20 Syndrome, Down Syndrome, Gangliosidoses such as gangliosidoses G(M1), Sandhoff 
Disease, Tay-Sachs Disease, Hartnup Disease, homocystinuria, Laurence-Moon- 
Biedl Syndrome, Lesch-Nyhan Syndrome, Maple Syrup Urine Disease, mucolipidosis 
such as facosidosis, neuronal ceroid-lipofuscinosis, oculocerebrorenal syndrome, 
phenylketonuria such as maternal phenylketonuria, Prader-Willi Syndrome, Rett 
25 Syndrome, Rubinstein-Taybi Syndrome, Tuberous Sclerosis, WAGR Syndrome, 

nervous system abnormalities such as holoprosencephaly, neural tube defects such as 
anencephaly which includes hydrangencephaly, Arnold-Chairi Deformity, 
encephalocele, meningocele, meningomyelocele, spinal dysraphism such as spina 
bifida cystica and spina bifida occulta. 
30 Additional neurologic diseases which can be treated or detected with 

polynucleotides, polypeptides, agonists, and/or antagonists of the present invention 
include hereditary motor and sensory neuropathies which include Charcot-Marie 
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Disease, Hereditary optic atrophy, Refsum's Disease, hereditary spastic paraplegia, 
Werdnig-Hoffinann Disease, Hereditary Sensory and Autonomic Neuropathies such 
as Congenital Analgesia and Familial Dysautonomia, Neurologic manifestations (such 
as agnosia that include Gerstmann's Syndrome, Amnesia such as retrograde amnesia, 
5 apraxia, neurogenic bladder, cataplexy, communicative disorders such as hearing 
disorders that includes deafness, partial hearing loss, loudness recruitment and 
tinnitus, language disorders such as aphasia which include agraphia, anomia, broca 
aphasia, and Wernicke Aphasia, Dyslexia such as Acquired Dyslexia, language 
development disorders, speech disorders such as aphasia which includes anomia, 

1 0 broca aphasia and Wernicke Aphasia, articulation disorders, communicative disorders 
such as speech disorders which include dysarthria, echolalia, mutism and stuttering, 
voice disorders such as aphonia and hoarseness, decerebrate state, delirium, 
fasciculation, hallucinations, meningism, movement disorders such as angelman 
syndrome, ataxia, athetosis, chorea, dystonia, hypokinesia, muscle hypotonia, 

1 5 myoclonus, tic, torticollis and tremor, muscle hypertonia such as muscle rigidity such 
as stiff-man syndrome, muscle spasticity, paralysis such as facial paralysis which 
includes Heipes Zoster Oticus, Gastroparesis, Hemiplegia, ophthalmoplegia such as 
diplopia, Duane's Syndrome, Homer's Syndrome, Chronic progressive external 
ophthalmoplegia such as Reams Syndrome, Bulbar Paralysis, Tropical Spastic 

20 Paraparesis, Paraplegia such as Brown-Sequard Syndrome, quadriplegia, respiratory : 
paralysis and vocal cord paralysis, paresis, phantom limb, taste disorders such as 
ageusia and dysgeusia, vision disorders such as amblyopia, blindness, color vision 
defects, diplopia, hemianopsia, scotoma and subnormal vision, sleep disorders such as 
hypersomnia which includes Kleine-Levin Syndrome, insomnia, and somnambulism, 

25 spasm such as trismus, unconsciousness such as coma, persistent vegetative state and 
syncope and vertigo, neuromuscular diseases such as amyotonia congenita, 
amyotrophic lateral sclerosis, Lambert-Eaton Myasthenic Syndrome, motor neuron 
disease, muscular atrophy such as spinal muscular atrophy, Charcot-Marie Disease 
and Werdnig-Hoffinann Disease, Postpoliomyelitis Syndrome, Muscular Dystrophy, 

30 Myasthenia Gravis, Myotonia Atrophica, Myotonia Confenita, Nemaline Myopathy, 
Familial Periodic Paralysis, Multiplex Paramyloclonus, Tropical Spastic Paraparesis 
and Stiff-Man Syndrome, peripheral nervous system diseases such as acrodynia, 



WO 01/55430 



PCIYUSOl/01431 



226 



amyloid neuropathies, autonomic nervous system diseases such as Adie's Syndrome, 
Barre-Lieou Syndrome, Familial Dysautonomia, Horner's Syndrome, Reflex 
Sympathetic Dystrophy and Shy-Drager Syndrome, Cranial Nerve Diseases such as 
Acoustic Nerve Diseases such as Acoustic Neuroma which includes 

5 Neurofibromatosis 2, Facial Nerve Diseases such as Facial Neuralgia,Melkersson- 
Rosenthal Syndrome, ocular motility disorders which includes amblyopia, nystagmus, 
oculomotor nerve paralysis, ophthalmoplegia such as Duane's Syndrome, Horner's 
Syndrome, Chronic Progressive External Ophthalmoplegia which includes Kearns 
Syndrome, Strabismus such as Esotropia and Exotropia, Oculomotor Nerve Paralysis, 

10 Optic Nerve Diseases such as Optic Atrophy which includes Hereditary Optic 
Atrophy, Optic Disk Drusen, Optic Neuritis such as Neuromyelitis Optica, 
Papilledema, Trigeminal Neuralgia, Vocal Cord Paralysis, Demyelinating Diseases 
such as Neuromyelitis Optica and Swayback, and Diabetic neuropathies such as 
diabetic foot. 

1 5 • Additional neurologic diseases which can be treated or detected with 

polynucleotides, polypeptides, agonists, and/or antagonists of the present invention 
include nerve compression syndromes such as carpal tunnel syndrome, tarsal tunnel 
syndrome, thoracic outlet syndrome such as cervical rib syndrome, ulnar nerve 
compression syndrome, neuralgia such as causalgia, cervico-brachial neuralgia, facial 

20 neuralgia and trigeminal neuralgia, neuritis such as experimental allergic neuritis, 
optic neuritis, polyneuritis, polyradiculoneuritis and radiculities such as 
polyradiculitis, hereditary motor and sensory neuropathies such as Charcot-Marie 
Disease, Hereditary Optic Atrophy, Refsum ! s Disease, Hereditary Spastic Paraplegia 
and Werdnig-Hoffinann Disease, Hereditary Sensory and Autonomic Neuropathies 

25 which include Congenital Analgesia and Familial Dysautonomia, POEMS Syndrome, 
Sciatica, Gustatory Sweating and Tetany). 



Endocrine Disorders 

Polynucleotides or polypeptides, or agonists or antagonists of the present 
30 invention, may be used to treat, prevent, diagnose, and/or prognose disorders and/or 
diseases related to hormone imbalance, and/or disorders or diseases of the endocrine 
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system. 

• Hormones secreted by the glands of the endocrine system control physical 
growth, sexual function, metabolism, and other functions. Disorders may be classified 
in two ways: disturbances in the production of hormones, and the inability of tissues 
to respond to hormones. The etiology of these hormone imbalance or endocrine 
system diseases, disorders or conditions may be genetic, somatic, such as cancer and 
some autoimmune diseases, acquired (e.g., by chemotherapy, injury or toxins), or 
infectious. Moreover, polynucleotides, polypeptides, antibodies, and/or agonists or 
antagonists of the present invention can be used as a marker or detector of a particular 
disease or disorder related to the endocrine system and/or hormone imbalance. 

Endocrine system and/or hormone imbalance and/or diseases encompass 
disorders of uterine motility including, but not limited to: complications with 
pregnancy and labor (e.g., pre-term labor, post-term pregnancy, spontaneous 
abortion, and slow or stopped labor); and disorders and/or diseases of the menstrual 
1 5 cycle (e.g., dysmenorrhea and endometriosis). 

Endocrine system and/or hormone imbalance disorders and/or diseases include 
disorders and/or diseases of the pancreas, such as, for example, diabetes mellitus, 
diabetes insipidus, congenital pancreatic agenesis, pheochromocytoma-islet cell 
tumor syndrome; disorders and/or diseases of the adrenal glands such as, for example, 
Addison's Disease, corticosteroid deficiency, virilizing disease, hirsutism, Cushing's ' 
Syndrome, hyperaldosteronism, pheochromocytoma; disorders and/or diseases of the 
pituitary gland, such as, for example, hyperpituitarism, hypopituitarism, pituitary 
dwarfism, pituitary adenoma, panhypopituitarism, acromegaly, gigantism; disorders 
and/or diseases of the thyroid, including but not limited to, hyperthyroidism, 
hypothyroidism, Hummer's disease, Graves 1 disease (toxic diffuse goiter), toxic 
nodular goiter, thyroiditis (Hashimoto's thyroiditis, subacute granulomatous 
thyroiditis, and silent lymphocytic thyroiditis), Pendred's syndrome, myxedema, 
cretinism, thyrotoxicosis, thyroid hormone coupling defect, thymic aplasia, Hurthle 
cell tumours of the thyroid, thyroid cancer, thyroid carcinoma, Medullary thyroid 
carcinoma; disorders and/or diseases of the parathyroid, such as, for example, 
hyperparathyroidism, hypoparathyroidism; disorders and/or diseases of the 
hypothalamus. 
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In addition, endocrine system and/or hormone imbalance disorders and/or 
diseases may also include disorders and/or diseases of the testes or ovaries, includrng 
cancer. Other disorders and/or diseases of the testes or ovaries further include, for 
example, ovarian cancer, polycystic ovary syndrome, Klinefelter's syndrome, 
5 vanishing testes syndrome (bilateral anorchia), congenital absence of Leydig's cells, 
cryptorchidism, Noonan's syndrome, myotonic dystrophy, capillary haemangioma of 
the testis (benign), neoplasias of the testis and neo-testis. 

Moreover, endocrine system and/or hormone imbalance disorders and/or 
diseases may also include disorders and/or diseases such as, for example, 
10 polyglandular deficiency syndromes, pheochromocytoma, neuroblastoma, multiple 
Endocrine neoplasia, and disorders and/or cancers of endocrine tissues. 

In another embodiment, a polypeptide of the invention, or polynucleotides, 
antibodies, agonists, or antagonists corresponding to that polypeptide, may be used to 
diagnose, prognose, prevent, and/or treat endocrine diseases and/or disorders 
15 associated with the tissue(s) in which the polypeptide of the invention is expressed, 
including one, two, three, four, five, or more tissues disclosed in Table 1, column 8 
(Tissue Distribution Library Code). 

Reproductive System Disorders 
20 The polynucleotides or polypeptides, or agonists or antagonists of the 

invention may be used for the diagnosis, treatment, or prevention of diseases and/or 
disorders of the reproductive system. Reproductive system disorders that can be 
treated by the compositions of the invention, include, but are not limited to, 
reproductive system injuries, infections, neoplastic disorders, congenital defects, and 
25 diseases or disorders which result in infertiUty, complications with pregnancy, labor, 
or parturition, and postpartum difficulties. 

Reproductive system disorders and/or diseases include diseases and/or 
disorders of the testes, including testicular atrophy, testicular feminization, 
cryptorchism (unilateral and bilateral), anorchia, ectopic testis, epididymitis and 
30 orchitis (typically resulting from infections such as, for example, gonorrhea, mumps, 
tuberculosis, and syphilis), testicular torsion, vasitis nodosa, germ cell tumors (e.g., 
seminomas, embryonal cell carcinomas, teratocarcinomas, choriocarcinomas, yolk sac 
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tumors, and teratomas), stromal tumors (e.g., Leydig cell tumors), hydrocele, 
hematocele, varicocele, spermatocele, inguinal hernia, and disorders of sperm 
production (e.g., immotile cilia syndrome, aspermia, asmenozoospermia, 
azoospermia, oligospermia, and teratozoospermia). 
5 Reproductive system disorders also include disorders of the prostate gland, 

such as acute non-bacterial prostatitis, chronic non-bacterial prostatitis, acute bacterial 
prostatas, chronic bacterial prostatitis, prostatodystonia, prostatosis, granulomatous 
prostatitis, malacoplakia, benign prostatic hypertrophy or hyperplasia, and prostate 
neoplastic disorders, including adenocarcinomas, transitional cell carcinomas, ductal 
10 carcinomas, and squamous cell carcinomas. 

Additionally, the compositions of the invention may be useful in the diagnosis, 
treatment, and/or prevention of disorders or diseases of the penis and urethra, 
including inflammatory disorders, such as balanoposthitis, balanitis xerotica 
obliterans, phimosis, paraphimosis, syphilis, herpes simplex virus, gonorrhea, non- 
15 gonococcal urethritis, chlamydia, mycoplasma, trichomonas, HIV, AIDS, Reiter's 
syndrome, condyloma acuminatum, condyloma latum, and pearly penile papules- 
urethral abnormalities, such as hypospadias, epispadias, and phimosis; premalig^ant 
lesions, including Erythroplasia of Queyrut, Bowen's disease, Bowenoid paplosis 
giant condyloma of Buscke-I^wenstein, and varrucous carcinoma; penile cancers 
» including squamous cell carcinomas, carcinoma in situ, verrucous carcinoma, and 
disseminated penile carcinoma; urethral neoplastic disorders, including penile urethral 
carcmoma, bulbomembranous urethral carcinoma, and prostatic urethral carcinoma; 
and erectile disorders, such as priapism, Peyronie's disease, erectile dysfunction, and 
impotence. 



25 



Moreover, diseases and/or disorders of the vas deferens include vasculites 
and CBAVD (congenital bilateral absence of the vas deferens); additionally, the 
polynucleotides, polypeptides, and agonists or antagonists of the present invention 
may be used in the diagnosis, treatment, and/or prevention of diseases and/or 
disorders of the seminal vesicles, including hydatid disease, congenital chloride 
30 diarrhea, and polycystic kidney disease. 

Other disorders and/or diseases of the male reproductive system include for 
example, Klinefelter^ syndrome, Young's syndrome, premature ejaculation, diabetes 
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mellitus, cystic fibrosis, Kartagener's syndrome, high fever, multiple sclerosis, and 
gynecomastia. 

Further, the polynucleotides, polypeptides, and agonists or antagonists of the 
present invention maybe used in the diagnosis, treatment, and/or prevention of 
5 diseases and/or disorders of the vagina and vulva, including bacterial vaginosis, 
Candida vaginitis, herpes simplex virus, chancroid, granuloma inguinale, 
lymphogranuloma venereum, scabies, human papillomavirus, vaginal trauma, vulvar 
trauma, adenosis, chlamydia vaginitis, gonorrhea, trichomonas vaginitis, condyloma 
acununatum, syphilis, molluscum contagiosum, atrophic vaginitis, Paget's disease, 
10 lichen sclerosus, lichen planus, vulvodynia, toxic shock syndrome, vaginismus, 
vulvovaginitis, vulvar vestibulitis, and neoplastic disorders, such as squamous cell 
hyperplasia, clear cell carcinoma, basal cell carcinoma, melanomas, cancer of 
Bartholin's gland, and vulvar intraepithelial neoplasia. 

Disorders and/or diseases of the uterus include dysmenorrhea, retroverted 
1 5 uterus, endometriosis, fibroids, adenomyosis, anovulatory bleeding, amenorrhea, 
Cushing's syndrome, hydatidiform moles, Asherman's syndrome, premature 
menopause, precocious puberty, uterine polyps, dysfunctional uterine bleeding (e.g., 
due to aberrant hormonal signals), and neoplastic disorders, such as adenocarcinomas, 
keiomyosarcomas, and sarcomas. Additionally, the polypeptides, polynucleotides, or 
20 agonists or antagonists of the invention may be useful as a marker or detector of, as 
well as in the diagnosis, treatment, and/or prevention of congenital uterine 
abnormalities, such as bicornuate uterus, septate uterus, simple unicomuate uterus, 
unicomuate uterus with a noncavitary rudimentary horn, unicomuate uterus with a 
non-communicating cavitary rudimentary horn, unicomuate uterus with a 
25 communicating cavitary horn, arcuate uterus, uterine didelfus, and T-shaped uterus. 
' Ovarian diseases and/or disorders include anovulation, polycystic ovary 
syndrome (Stein-Leventhal syndrome), ovarian cysts, ovarian hypofunction, ovarian 
insensitivity to gonadotropins, ovarian overproduction of androgens, right ovarian 
vein syndrome, amenorrhea, hirutism, and ovarian cancer (including, but not limited 
30 to, primary and secondary cancerous growth, Sertoli-Leydig tumors, endometriod 
carcinoma of the ovary, ovarian papillary serous adenocarcinoma, ovarian mucinous 
adenocarcinoma, and Ovarian Krukenberg tumors). 
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Cervical diseases and/or disorders include cervicitis, chronic cervicitis, 
mucopurulent cervicitis, cervical dysplasia, cervical polyps, Nabothian cysts, cervical 
erosion, cervical incompetence, and cervical neoplasms (including, for example, 
cervical carcinoma, squamous metaplasia, squamous cell carcinoma, adenosquamous 
cell neoplasia, and columnar cell neoplasia). 

Additionally, diseases and/or disorders of the reproductive system include 
disorders and/or diseases of pregnancy, including miscarriage and stillbirth, such as 
early abortion, late abortion, spontaneous abortion, induced abortion, therapeutic 
abortion, threatened abortion, missed abortion, incomplete abortion, complete 
abortion, habitual abortion, missed abortion, and septic abortion; ectopic pregnancy, 
anemia, Rh ^compatibility, vaginal bleeding during pregnancy, gestational diabetes 1 , 
intrauterine growth retardation, polyhydramnios, HELLP syndrome, abruptio 
placentae, placenta previa, hyperemesis, preeclampsia, eclampsia, herpes gestationis, 
and urticaria of pregnancy. Additionally, the polynucleotides, polypeptides, and 
agonists or antagonists of the present invention may be used in the diagnosis, 
treatment, and/or prevention of diseases that can complicate pregnancy, including 
heart disease, heart failure, rheumatic heart disease, congenital heart disease, mitral 
valve prolapse, high blood pressure, anemia, kidney disease, infectious disease (e.g., 
rubella, cytomegalovirus, toxoplasmosis, infectious hepatitis, chlamydia, HIV, AIDS, 
and genital herpes), diabetes mellitus, Graves' disease, thyroiditis, hypothyroidism, 
Hashimoto's thyroiditis, chronic active hepatitis, cirrhosis of the liver, primary biliary 
cirrhosis, asthma, systemic lupus eryematosis, rheumatoid arthritis, myasthenia 
gravis, idiopathic thrombocytopenic purpura, appendicitis, ovarian cysts, gallbladder 
disorders,and obstruction of the intestine. 

Complications associated with labor and parturition include premature rupture 
of the membranes, pre-term labor, post-term pregnancy, postmaturity, labor that 
progresses too slowly, fetal distress (e.g., abnormal heart rate (fetal or maternal), 
breathing problems, and abnormal fetal position), shoulder dystocia, prolapsed ' 
umbilical cord, amniotic fluid embolism, and aberrant uterine bleeding. 

Further, diseases and/or disorders of the postdelivery period, including 
endometritis, myometritis, parametritis, peritonitis, pelvic thrombophlebitis, 
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pulmonary embolism, pyelonephritis, -.1— tltmmbophlebius, 

mastifecystiU^postpartmnhemoiihage.andmv^e.lutems. 

Other disorders and/or diseases of the female reproductive systemthat maybe 
diagnosed, treated and/or preven^^^ 
5 agonists or antagonist of me present invention include, for example, Tomer s 
^n^pseudohennapbrodibsm.premensmaal syndrome, pelvic inflammatory 
disease, pelvic congestion (vascular engorgement), frigidity, anorgasmta, 
dyspareunia, ruptured fallopian tube, and Mittelschmerz. 

10 r.fcritam Disease 

Polynucleotides or polypeptides, as well as agonists or antagomats of the 
p^.invenhoncnnb.na^.o^.o.de^mfectiouaagenU.Forexample.by 

increasing the immune response, particularly inching the proliferatron and 
differenWonofBand/orTce^mfecnonBdiaeaaesmayheueated.Themmr^ 

,5 response maybe increased by either enhancing an existing immune response, orby 
WUtmganewimmunereaponse. Alternatively, polynudeotides or F*****- 
w eH as agoois* or amagonists of me present invemlon may also direcfly mhrbrt me 
mfectious agent, without necessarily eliciting en immune response. 

Vimsea are one example of an mfectious agent that can cause disease or 
20 symp^ma.c^behen.edorde^byapoiynucleobdeorp.lypeptide^/or 

agistor ^—^I^i-^ 

^hmi.edmExamp.esofvu^ir.lude.bu.aseno.mttited.omefo.lowmgDNA 
and RNA viruses and viral families: Arbovirus, Adenoviridae, Arenavntdae, 
Arterivirna, Birnaviridae, Bunyaviridae, CaUciviridae, Circcviridae, Coronavmdae, 
25 Dengue, BBV, HW, Flaviviridae, Hepadstaviridae (Hepatitis), He^dae (such as, 
Cytomegalovirus, He*es Simplex, Hopes Zoster), Mononegavuus (e.g, 
Pammyxovirida* MomiBivirus, Bhabdoviridae), Orfhomyxoviridae (eg., Influenza 
A Influenza B, and parainfluenza), Papiloma virus, Papovaviridae, Parvovntdae, 
Picumaviridae, Poxviridae (such as Smallpox or Vaccinia), Reovindae (e.g, 
30 Rotavhus), Retroviridae (HTLV-I, HTLV-B, Unhvirus), and Togavindae (e.g, 
Rubivirus). Viruses faffing within these families can cause a variety of drseases or 
symptoms, including, but not limited to: arthritis, broncbiollitis, respiratory syncytial 
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™*. m ***» (, & , co„ jua c ovitis> ltam)i ctonic fatigue 

Oy^, Rift Vafle, fever, veUow fever , 
^„ ns( e. & , Aros)!l)11OTnollia>BMiitt , sLymphOTia> 

ca.beu Sedto ^ ordetectmyoftheseswonsoidiseasKb 
~^POl~d K ,po lypeptides , oragollistsor 

S ™ W >'> b ^^«»ga.a8 e „ lsthatcancansediseaseor 

(^B^R^fiw aMfonwfc), Bacteroides (e.g^ Bacteroides fragilis) Blastomycosis, 
25 ^-^♦^Ql^^I^^,^ 
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(eg Pseudomonas aeruginosa), Rickettsia^ Spirochetes (e.g., Treponema spp., 
Leptospira spp., Borrelia spp.), Shigella spp., Staphylococcus (e.g., Staphylococcus 
aureus), Menmgiococcus, Pneumococcus and Streptococcus (e.g., Streptococcus 
pneumoniae and Groups A, B, and C Streptococci), and Ureaplasmas. These 
bacterial, parasitic, and fungal families can cause diseases or symptoms, mcludmg, 
butnotlirmtedtoran^^^ 

eyeinfectionsCe.g., conjunctivitis), uveitis, tuberculosis, gmgivitis, bacterial dianh^ 
opportunistic infections (e.g., AIDS related infections), paronychia, prosthesis-related 
infections, dental caries, Reiter's Disease, respiratory tract infections, such as 
WhoopingCough or Empyema, sepsis, Lyme Disease, Cat-Scratch Disease, 
dysentery.paratyphoid fever, food poisonmg, Legionella disease, chronic and acute 
inflammation, erythema, yeast infections, typhoid, pneumonia, gonorrhea, memngiUs 
(e g mengitis types A and B), chlamydia, syphillis, diphtheria, leprosy, brucellosis, 
; peptic ulcers, anthrax, spontaneous abortions, birth defects, pneumonia, lung 
infections, ear infections, deafness, blindness, lethargy, malaise, vomiting, chrome 
. diarrhea, Crohn's disease, colitis, vaginosis, sterility, pelvic inflammatory diseases, 
candidiasis, paratuberculosis, tuberculosis, lupus, botulism, gangrene, tetanus, 
impetigo, Rheumatic Fever, Scarlet Fever, sexually transmitted diseases, skin diseases 
0 (eg cellulitis, dennatocycoses), toxemia, urinary tract infections, wound infecUons, 
noscomial infections. Polynucleotides or polypeptides, agonists or antagonists of the 
invention, can be used to treat or detect any of these symptoms or diseases. In 
specific embodiments, polynucleotides, polypeptides, agonists or antagomsts of the 
invention are used to treat: tetanus, diptheria, botulism, and/or meningitis type B. 
IS Moreover, parasitic agents causing disease or symptoms that can be treated, 

prevented, and/or diagnosed by a polynucleotide or polypeptide and/or agonist or 
antagonist of the present invention include, but not limited to, the following families 
or class: Amebiasis, Babesiosis, Coccidiosis, Cryptosporidiosis, Dientamoebxasis, 
Dourine, Ectoparasitic, Giardias, Helminthiasis, Leishmaniasis, Schisusoma, 
30 Theileriasis, Toxoplasmosis, Trypanosomiasis, and Trichomonas and Sporozoans 
(e g Plasmodium wax, Plasmodium falciparium, Plasmodium malariae and 
Plasmodium ovale). These parasites can cause a variety of diseases or symptoms, 
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facfadfag, bu, no, limited to: Scabies, Trombienliasis, eye infections, totetiMl 
<We to, giardiasis), liver disease, tog ^ 

^ ( e. g ., An)Srebw)> ^^ mcywmpiicat . oos _ aB(i 

^ 1 ~^-Hypep 1 ide S ,ora g o ti s b ora nag „^ ofttebv ^ cmbe 
"-***»»-t-«.dhp-.- a rrffc« wtat « -1-<-t fc 

rtn«« or agonias o, an^sts of.be 
urvenuon are used to treat, prevent, and/or diagnose malaria. 

Polynucleotides or polypeptides, as well as agonisto or amagonists of toe 
^-endonofaepresentinvennoncouldeitabebyadnnnis^an 
° f ^'WMeto thepadent, or by rentoving cens *» ae 

^^>ytogftec.n swMlapoI ^^ ofto ^ invei ^ m] 

"*™ngtnee„ gi ueeredcel lsto u 1 e panalt(exvivo ^ Moreow the 
polypeptide or polynucleotide of ft. present invention can be used as an antigen fa a 
vaccnie to ra.se an immune response against ifeca^ 

Regeneration 

Polynucleotides or polypeptides, as well aa agonists or antagonists of tbe 
present invention can be used ,o differentiate, proHfe^ and attract celfe> 

20 ^"^r 0 ^ < S ^ Sd ™^H1997>,. Jnereg^onof 
20 ^^^^^^^ 

^^acwonuds.bm^facision^.r^eera.age.disease^.oa^, 
^^.a.periodonuldiseas.bverfaaure),^,^^^ 
aurgety, Sbrosrs, reperfusion injury, or systemic cytokine damage 

^^-"'^^^edusfagmepresentfavennonfae^^ 
(e.g, pancreas, Uver, intestine, kidney, skfa, endothenum), muade (smooth, ske leW 

and skeletal (bone, cartilage, tendon, and ligament) tissue. Pmfcmbly, regeneln 
occumw-momordecreasedscarrfag Regeneration* may facfadeangiogenes* 
30 ofm. "•^'^"^y^^-*™*^™*^ 

ofmepresen.mvention.maymcreas.segenerati.noftiasuesdirncuf.mbea.For 
•■^•--t-fllp^,^^^,^ ^ 
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present invention could also be used prophylactically in an effort to avoid damage. 
Specific diseases that could be treated include of tendinitis, carpal tunnel syndrome, 
and other tendon or ligament defects. A further example of tissue regeneration of 
non-healing wounds includes pressure ulcers, ulcers associated with vascular 
5 insufficiency, surgical, and traumatic wounds. 

Similarly, nerve and brain tissue could also be regenerated by using 
polynucleotides or polypeptides, as well as agonists or antagonists of the present 
invention, to proliferate and differentiate nerve cells. Diseases that could be treated 
using this method include central and peripheral nervous system diseases, 
10 neuropathies, or mechanical and traumatic disorders (e.g., spinal cord disorders, head 
trauma, cerebrovascular disease, and stoke). Specifically, diseases associated with 
peripheral nerve injuries, peripheral neuropathy (e.g., resulting from chemotherapy or 
other medical therapies), localized neuropathies, and central nervous system diseases 
(e.g., Alzheimer's disease, Parkinson's disease, Huntington's disease, amyotrophic 
15 lateral sclerosis, and Shy-Drager syndrome), could all be treated using the 

polynucleotides or polypeptides, as well as agonists or antagonists of the present 
invention. 



20 



Gastrointestinal Disorders 

Polynucleotides or polypeptides, or agonists or antagonists of the present 
invention, may be used to treat, prevent, diagnose, and/or prognose gastrointestinal 
disorders, including inflammatory diseases and/or conditions, infections, cancers 
(e.g., intestinal neoplasms (carcinoid tumor of the small intestine, non-Hodgkin's 
lymphoma of the small intestine, small bowl lymphoma)), and ulcers, such as peptic 
25 ulcers. 

Gastrointestinal disorders include dysphagia, odynophagia, inflammation of 
the esophagus, peptic esophagitis, gastric reflux, submucosal fibrosis and stricturing, 
Mallory-Weiss lesions, leiomyomas, lipomas, epidermal cancers, adenocarcinomas, 
gastric retention disorders, gastroenteritis, gastric atrophy, gastric/stomach cancers, 
30 polyps of the stomach, autoimmune disorders such as pernicious anemia, pyloric 
stenosis, gastritis (bacterial, viral, eosinophilic, stress-induced, chronic erosive, 
atrophic, plasma cell, and Menetrier's), and peritoneal diseases (e.g., chyloperioneum, 
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hemoperitoneurn, mesenteric cyst, mesenteric lymphadenitis, mesenteric vascular 
occlusion, panniculitis, neoplasms, peritonitis, pneumoperitoneum, bubphrenic 



Gastrointestinal disorders also include disorders associated with the small 
intestine, such as malabsorption syndromes, distension, irritable bowel syndrome 
sugar intolerance, celiac disease, duodenal ulcers, duodenitis, tropical sprue, 
Whipple's disease, intestinal lymphangiectasia, Crohn's disease, appendicitis 
obstructions of the ileum, Meckel's diverticulum, multiple diverticula, failure'of 
complete rotation of the small and large intestine, lymphoma, and bacterial and 
parasitic diseases (such as Traveler's diarrhea, typhoid and paratyphoid, cholera, 
mfectron by Roundworms (Ascariasis lumbricoides), Hookworms (Ancylostoma 
duodenale), Threadworms (Enterobius vermicular*), Tapeworms (Taenia saginata, 
Echmococcus granulosus, Diphyllobothrium spp., and T. solium). 

Liver diseases and/or disorders include intrahepatic cholestasis (alagille 
syndrome, biliary liver cirrhosis), fatty liver (alcoholic fatty liver, reye syndrome), 
hepatic vein thrombosis, hepatolenticular degeneration, hepatomegaly, 
hepatopulmonary syndrome, hepatorenal syndrome, portal hypertension (esophageal 
and gastnc varices), liver abscess (amebic liver abscess), liver cirrhosis (alcoholic 
bmary and experimental), alcoholic liver diseases (fatty liver, hepatitis, cirrhosis) ' 
parasitic (hepatic echinococcosis, fascioliasis, amebic liver abscess), jaundice 
(hemolytic, hepatocellular, and cholestatic), cholestasis, portal hypertension, liver 
enlargement, ascites, hepatitis (alcoholic hepatitis, animal hepatitis, chronic hepatitis 
(autormmune, hepatitis B, hepatitis C, hepatitis D, drug induced), toxic hepatitis, viral 
human hepatitis (hepatitis A, hepatitis B, hepatitis C, hepatitis D, hepatitis E), 
Wilson's disease, granulomatous hepatitis, secondary biliary cirrhosis, hepatic 
encephalopathy, portal hypertension, varices, hepatic encephalopathy, primary biliary 
crrrhosrs, primary sclerosing cholangitis, hepatocellular adenoma, hemangiomas bile 
stones, hver failure (hepatic encephalopathy, acute liver failure), and liver neoplasms 
(angromyotipoma, calcified hver metastases, cystic Hver metastases, epithelial 
tumors, fibrolamellar hepatocarcinoma, focal nodular hyperplasia, hepatic adenoma 
hepatobrhary cystadenoma, hepatoblastoma, hepatocellular carcinoma, hepatoma, 
hver cancer, hver hemangioendothelioma, mesenchymal hamartoma, mesenchymal 
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tumors of liver, nodular regenerative hyperplasia, benign liver tumors (Hepatic cysts 
[Simple cysts, Polycystic liver disease, Hepatobiliary cystadenoma, Choledochal 
cyst], Mesenchymal tumors [Mesenchymal hamartoma, Infantile 
hemangioendothehoma, Hemangioma, Pehosis hepatis, Lipomas, Inflammatory 
5 pseudotumor, Miscellaneous], Epithelial tumors [Bile duct epithelium (Bile duct 
hamartoma, Bile duct adenoma), Hepatocyte (Adenoma, Focal nodular hyperplasia, 
Nodular regenerative hyperplasia)], malignant liver tumors [hepatocellular, 
hepatoblastoma, hepatocellular carcinoma, cholangiocellular, cholangiocarcmoma, 
cystadenocarcinoma, tumors of blood vessels, angiosarcoma, Karposi's sarcoma, 
10 hemangioendothelioma, other tumors, embryonal sarcoma, fibrosarcoma, 

leiomyosarcoma, rhabdomyosarcoma, carcinosarcoma, teratoma, carcinoid, squamous 
carcinoma, primary lymphoma]), pehosis hepatis, erythrohepatic porphyria, hepatic 
porphyria (acute intermittent porphyria, porphyria cutanea tarda), Zellweger 
syndrome). 

15 Pancreatic diseases and/or disorders include acute pancreatitis, chronic 

pancreatitis (acute necrotizing pancreatitis, alcoholic pancreatitis), neoplasms 
(adenocarcinoma of the pancreas, cystadenocarcinoma, insulinoma, gastrinoma, and 
glucagonoma, cystic neoplasms, islet-cell tumors, pancreoblastoma), and other 
pancreatic diseases (e.g., cystic fibrosis, cyst (pancreatic pseudocyst, pancreatic 

20 fistula, insufficiency)). 

Gallbladder diseases include gallstones (cholelithiasis and 
choledochohthiasis), postcholecystectomy syndrome, diverticulosis of the gallbladder, 
acute cholecystitis, chronic cholecystitis, bile duct tumors, and mucocele. 

Diseases and/or disorders of the large intestine include antibiotic-associated 
25 colitis, diverticulitis, ulcerative colitis, acquired megacolon, abscesses, fungal and 
bacterial infections, anorectal disorders (e.g., fissures, hemorrhoids), colonic diseases 
(colitis, colonic neoplasms [colon cancer, adenomatous colon polyps (e.g., villous 
adenoma), colon carcinoma, colorectal cancer], colonic diverticulitis, colonic 
diverticulosis, megacolon [Hirschsprung disease, toxic megacolon]; sigmoid diseases 
30 [proctocolitis, sigmoin neoplasms]), constipation, Crohn's disease, diarrhea (infantile 
diarrhea, dysentery), duodenal diseases (duodenal neoplasms, duodenal obstruction, 
duodenal ulcer, duodenitis), enteritis (enterocolitis), HIV enteropathy, ileal diseases 
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(ileal neoplasms, ileitis), inmiunoproUferative small intestinal disease, inflammatory 
bowel disease (ulcerative colitis, Crohn's disease), intestinal atresia, parasitic diseases 
(amsakrasis, balantidiasis, blastocystis infections, cryptosporidiosis, dientamoebiasis, 
amebic dysentery, giardiasis), intestinal fistula (rectal fistula), intestinal neoplasms 
5 (cecal neoplasms, colonic neoplasms, duodenal neoplasms, ileal neoplasms, intestinal 
polyps, jejunal neoplasms, rectal neoplasms), intestinal obstruction (afferent loop 
syndrome, duodenal obstruction, impacted feces, intestinal pseudo-obstruction [cecal 
volvulus], intussusception), intestinal perforation, intestinal polyps (colonic polyps, 
gardner syndrome, peutz-jeghers syndrome), jejunal diseases (jejunal neoplasms) ' 
10 malabsorption syndromes (blind loop syndrome, celiac disease, lactose intolerance 
short bowl syndrome, tropical sprue, Whipple's disease), mesenteric vascular 
occlusion, pneumatosis cystoides intestinalis, protein-losing enteropathies (intestinal 
lymphagiectasis), rectal diseases (anus diseases, fecal incontinence, hemorrhoids, 
proctitis, rectal fistula, rectal prolapse, rectocele), peptic ulcer (duodenal ulcer, peptic 
15 esophagitis, hemorrhage, perforation, stomach ulcer, Zollinger-EUison syndrome), 
postgastrectomy syndromes (dumping syndrome), stomach diseases (e.g., 
achlorhydria, duodenogastric reflux (bile reflux), gastric antral vascular ectasia, 
gastric fistula, gastric outlet obstruction, gastritis (atrophic or hypertrophic), 
gastroparesis, stomach dilatation, stomach diverticulum, stomach neoplasms (gastric 
20 cancer, gastric polyps, gastric adenocarcinoma, hyperplastic gastric polyp), stomach 
rupture, stomach ulcer, stomach volvulus), tuberculosis, visceroptosis, vomiting (e.g., 
hematemesis, hyperemesis gravidarum, postoperative nausea and vomiting) and 
hemorrhagic colitis. 

Further diseases and/or disorders of the gastrointestinal system include biliary 
25 tract diseases, such as, gastroschisis, fistula (e.g., biliary fistula, esophageal fistula, 
gastric fistula, intestinal fistula, pancreatic fistula), neoplasms (e. g ., biliary tract 
neoplasms, esophageal neoplasms, such as adenocarcinoma of the esophagus, 
esophageal squamous cell carcinoma, gastrointestinal neoplasms, pancreatic ' 
neoplasms, such as adenocarcinoma of the pancreas, mucinous cystic neoplasm of the 
>0 pancreas, pancreatic cystic neoplasms, pancreatoblastoma, and peritoneal neoplasms) 
esophageal disease (e.g., bullous diseases, candidiasis, glycogenic acanthosis 
ulceration, barrett esophagus varices, atresia, cyst, diverticulum (e.g., Zenker's 
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diverticulum), fistula (e.g., tracheoesophageal fistula), motility disorders (e.g., 
CREST syndrome, deglutition disorders, achalasia, spasm, gastroesophageal reflux), 
neoplasms, perforation (e.g., Boerhaave syndrome, Mallory-Weiss syndrome), 
stenosis, esophagitis, diaphragmatic hernia (e.g., hiatal hernia); gastrointestinal 

5 diseases, such as, gastroenteritis (e.g., cholera morbus, norwalk virus infection), 
hemorrhage (e.g., hematemesis, melena, peptic ulcer hemorrhage), stomach 
neoplasms (gastric cancer, gastric polyps, gastric adenocarcinoma, stomach cancer)), 
hernia (e.g., congenital diaphragmatic hernia, femoral hernia, inguinal hernia, 
obturator hernia, umbilical hernia, ventral hernia), and intestinal diseases (e.g., cecal 

10 diseases (appendicitis, cecal neoplasms)). 

Chemotaxis 

Polynucleotides or polypeptides, as well as agonists or antagonists of the 
present invention may have chemotaxis activity. A chemotaxic molecule attracts or 
15 mobilizes cells (e.g., monocytes, fibroblasts, neutrophils, T-cells, mast cells, 

eosinophils, epithelial and/or endothelial cells) to a particular site in the body, such as 
inflammation, infection, or site of hyperprohferation. The mobilized cells can then 
fight off and/or heal the particular trauma or abnormality. 

Polynucleotides or polypeptides, as well as agonists or antagonists of the 
20 present invention may increase chemotaxic activity of particular cells. These 
chemotactic molecules can then be used to treat inflammation, infection, 
hyperprohferative disorders, or any immune system disorder by increasing the 
number of cells targeted to a particular location in the body. For example, 
chemotaxic molecules can be used to treat wounds and other trauma to tissues by 
25 attracting immune cells to the injured location. Chemotactic molecules of the present 
invention can also attract fibroblasts, which can be used to treat wounds. 

It is also contemplated that polynucleotides or polypeptides, as well as 
agonists or antagonists of the present invention may inhibit chemotactic activity. 
These molecules could also be used to treat disorders. Thus, polynucleotides or 
30 polypeptides, as well as agonists or antagonists of the present invention could be used 
as an inhibitor of chemotaxis. 
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Binding Activity 

A polypeptide of the present invention may be used to screen for molecules 
that bind to the polypeptide or for molecules to which the polypeptide binds. The 
binding of the polypeptide and the molecule may activate (agonist), increase, inhibit 
(antagonist), or decrease activity of the polypeptide or the molecule bound. Examples 
of such molecules include antibodies, oligonucleotides, proteins (e.g., receptors),or 
small molecules. 

Preferably, the molecule is closely related to the natural ligand of the 
polypeptide, e.g., a fragment of the ligand, or a natural substrate, a ligand, a structural 
or functional mimetic. (See, Coligan et al., Current Protocols in Immunology 
l(2).Chapter5(1991)). Similarly, the molecule can be closely related to the natural • 
receptor to which the polypeptide binds, or at least, a fragment of the receptor capable 
of being bound by the polypeptide (e.g., active site). In either case, the molecule can 
be rationally designed using known techniques. 

Preferably, the screening for these molecules involves producing appropriate . 
cells which express the polypeptide.. Preferred cells include cells from mammals, 
yeast, Drosophila, or E. coli. Cells expressing the polypeptide (or cell membrane' 
containing the expressed polypeptide) are then preferably contacted with a test 
compound potentially containing the molecule to observe binding, stimulation, or 
20 inhibition of activity of either the polypeptide or the molecule. 

The assay may simply test binding of a candidate compound to the 
polypeptide, wherein binding is detected by a label, or in an assay involving 
competition with a labeled competitor. Further, the assay may test whether the 
candidate compound results in a signal generated by binding to the polypeptide. 
25 Alternatively, the assay can be carried out using cell-free preparations, 

polypeptide/molecule affixed to a solid support, chemical libraries, or natural product 
mixtures. The assay may also simply comprise the steps of mixing a candidate 
compound with a solution containing a polypeptide, measuring polypeptide/molecule 
activity or binding, and comparing the polypeptide/molecule activity or binding to a 
30 standard. 

Preferably, an ELISA assay can measure polypeptide level or activity in a 
sample (e.g., biological sample) using a monoclonal or polyclonal antibody. The 
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antibody can measure polypeptide level or activity by either binding, directly or 
indirectly, to the polypeptide or by competing with the polypeptide for a substrate. 

Additionally, the receptor to which the polypeptide of the present invention 
binds can be identified by numerous methods known to those of skill in the art, for 
5 example, ligand panning and FACS sorting (Coligan, et al., Current Protocols in 
hnmun., 1(2), Chapter 5, (1991)). For example, expression cloning is employed 
wherein polyadenylated KNA is prepared from a cell responsive to the polypeptides, 
for example, NIH3T3 cells which are known to contain multiple receptors for the 
FGF family proteins, and SC-3 cells, and a cDNA library created from this KNA is 
1 0 divided into pools and used to transfect COS cells or other cells that are not 

responsive to the polypeptides. Transfected cells which are grown on glass slides are 
exposed to the polypeptide of the present invention, after they have been labeled. The 
polypeptides can be labeled by a variety of means including iodination or inclusion of 
a recognition site for a site-specific protein kinase. 
1 5 Following fixation and incubation, the slides are subjected to auto- 

radiographic analysis. Positive pools are identified and sub-pools are prepared and re- 
transfected using an iterative sub-pooling and re-screening process, eventually 
yielding a single clones that encodes the putative receptor. 

As an alternative approach for receptor identification, the labeled polypeptides 
20 can be photoaffinity linked with cell membrane or extract preparations that express 
the receptor molecule. Cross-linked material is resolved by PAGE analysis and 
exposed to X-ray film. The labeled complex containing the receptors of the 
polypeptides can be excised, resolved into peptide fragments, and subjected to protein 
microsequencing. The amino acid sequence obtained from microsequencing would 
25 be used to design a set of degenerate oligonucleotide probes to screen a cDNA library 
to identify the genes encoding the putative receptors. 

Moreover, the techniques of gene-shuffling, motif-shuffling, exon-shuffling, 
and/or codon-shuffling (collectively referred to as "DNA shuffling") may be 
employed to modulate the activities of the polypeptide of the present invention 
30 thereby effectively generating agonists and antagonists of the polypeptide of the 

present invention. See generally, U.S. Patent Nos. 5,605,793, 5,81 1,238, 5,830,721, 
5,834,252, and 5,837,458, and Patten, P. A, et al, Curr. Opinion Biotechnol. 8:724- 
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33 (1997); Harayama, S. Trends Biotechnol. 16(2):76-82 (1998); Hansson, L. 0., et 
aL, J. Mol. Biol. 287:265-76 (1999); and Lorenzo, M. M. and Blasco, R. 
Biotechniques 24(2):308-13 (1998); each of these patents and publications are hereby 
incorporated by reference). In one embodiment, alteration of polynucleotides and 
corresponding polypeptides may be achieved by DNA shuffling. DNA shuffling 
involves the assembly of two or more DNA segments into a desired molecule by 
homologous, or site-specific, recombination. In another embodiment, polynucleotides 
and corresponding polypeptides may be altered by being subjected to random 
mutagenesis by error-prone PCR, random nucleotide insertion or other methods prior 
to recombination. In another embodiment, one or more components, motifs, sections, 
parts, domains, fragments, etc., of the polypeptide of the present invention may be 
recombined with one or more components, motifs, sections, parts, domains, 
fragments, etc. of one or more heterologous molecules. In preferred embodiments, . 
the heterologous molecules are family members. In further preferred embodiments, 
15 the heterologous molecule is a growth factor such as, for example, platelet-derived 
growth factor (PDGF), insulin-like growth factor (IGF-I), transforming growth factor 
(TGF)-alpha, epidermal growth factor (EGF), fibroblast growth factor (FGF), TGF- 
beta, bone morphogenetic protein (BMP>2, BMP-4, BMP-5, BMP-6, BMP-7, 
activins A and B, decapentaplegic(dpp), 60A OP-2, dorsalin, growth differentiation 
20 factors (GDFs), nodal, MIS, inhibin-alpha, TGF-betal, TGF-beta2, TGF-beta3, TGF- 
beta5, and glial-derived neurotrophic factor (GDNF). 

Other preferred fragments are biologically active fragments of the polypeptide 
of the present invention. Biologically active fragments are those exhibiting activity 
similar, but not necessarily identical, to an activity of the polypeptide of the present 
invention. The biological activity of the fragments may include an improved desired 
activity, or a decreased undesirable activity. 

Additionally, this invention provides a method of screening compounds to 
identify those which modulate the action of the polypeptide of the present invention. 
An example of such an assay comprises combining a mammalian fibroblast cell, a the 
30 polypeptide of the present invention, the compound to be screened and 3[H] 

mymidine under cell culture conditions where the fibroblast cell would normally 
proliferate. A control assay may be performed in the absence of the compound to be 
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screened and compared to the amount of fibroblast proliferation in the presence of the 
compound to determine if the compound stimulates proliferation by determining the 
uptake of 3 [H] thymidine in each case. The amount of fibroblast cell proliferation is 
measured by liquid scintillation chromatography which measures the incorporation of 
5 3 [H] thymidine. Both agonist and antagonist compounds may be identified by this 
procedure. 

In another method, a mammalian cell or membrane preparation expressing a 
receptor for a polypeptide of the present invention is incubated with a labeled 
polypeptide of the present invention in the presence of the compound. The ability of 
10 the compound to enhance or block this interaction could then be measured. 
Alternatively, the response of a known second messenger system following 
interaction of a compound to be screened and the receptor is measured and the ability 
of the compound to bind to the receptor and elicit a second messenger response is 
measured to determine if the compound is a potential agonist or antagonist. Such 
1 5 second messenger systems include but are not limited to, c AMP guanylate cyclase, 
ion channels or phosphoinositide hydrolysis. 

All of these above assays can be used as diagnostic or prognostic markers. 
The molecules discovered using these assays can be used to treat disease or to bring 
about a particular result in a patient (e.g., blood vessel growth) by activating or 
20 inhibiting the polypeptide/molecule. Moreover, the assays can discover agents which 
may inhibit or enhance the production of the polypeptides of the invention from 
suitably manipulated cells or tissues. 

Therefore, the invention includes a method of identifying compounds which 
bind to a polypeptide of the invention comprising the steps of: (a) incubating a 
25 candidate binding compound with a polypeptide of the present invention; and (b) 
determining if binding has occurred. Moreover, the invention includes a method of 
identifying agonists/antagonists comprising the steps of: (a) incubating a candidate 
compound with a polypeptide of the present invention, (b) assaying a biological 
activity, and (b) determining if a biological activity of the polypeptide has been 
30 altered. 
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Targeted Delivery 

In another embodiment, the invention provides a method of delivering 
compositions to targeted cells expressing a receptor for a polypeptide of the invention, 
or cells expressing a cell bound form of a polypeptide of the invention. 

As discussed herein, polypeptides or antibodies of the invention may be 
associated with heterologous polypeptides, heterologous nucleic acids, toxins, or 
prodrugs via hydrophobic, hydrophilic, ionic and/or covalent interactions. In one 
embodiment, the invention provides a method for the specific delivery of 
compositions of the invention to cells by a(hninistering polypeptides of the invention 
(including antibodies) that are associated with heterologous polypeptides or nucleic 
acids. In one example, the invention provides a method for delivering a therapeutic 
protein into the targeted cell. In another example, the invention provides a method for 
delivering a single stranded nucleic acid (e.g., antisense or ribozymes) or double 
stranded nucleic acid (e.g., DNA that can integrate into the cell's genome or replicate 
episomally and that can be transcribed) into the targeted cell. 

In another embodiment, die invention provides a method for the specific 
destruction of cells (e.g., the destruction of tumor cells) by admimstering polypeptides 
of the invention (e.g., polypeptides of me invention or antibodies of the invention) in 
association with toxins or cytotoxic prodrugs. 

By "toxin" is meant compounds that bind and activate endogenous cytotoxic 
effector systems, radioisotopes, holotoxins, modified toxins, catalytic subunits of 
toxins, or any molecules or enzymes not normally present in or on the surface of a cell 
that under defined conditions cause the cell's death. Toxins mat may be used 
according to the methods of the invention include, but are not limited to, radioisotopes 
known in the art, compounds such as, for example, antibodies (or complement fixing 
containing portions thereof) that bind an inherent or induced endogenous cytotoxic 
effector system, thymidine kinase, endonuclease, RNAse, alpha toxin, ricin, abrin, 
Pseudomonas exotoxin A, diphtheria toxin, saporin, momordin, gelonin, pokeweed 
antiviral protein, alpha-sarcin and cholera toxin. By "cytotoxic prodrug" is meant a 
non-toxic compound that is converted by an enzyme, normally present in the cell, into 
a cytotoxic compound. Cytotoxic prodrugs that may be used according to the 
methods of the invention include, but are not limited to, glutamyl derivatives of 
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benzoic acid mustard alkylating agent, phosphate derivatives of etoposide or 
mitomycin C, cytosine arabinoside, daunorubisin, and phenoxyacetamide derivatives 
of doxorubicin. 

5 Drug Screening 

Further contemplated is the use of the polypeptides of the present invention, or 
the polynucleotides encoding these polypeptides, to screen for molecules which 
modify the activities of the polypeptides of the present invention. Such a method 
would include contacting the polypeptide of the present invention with a selected 

10 compound(s) suspected of having antagonist or agonist activity, and assaying the 
activity of these polypeptides following binding. 

This invention is particularly useful for screening therapeutic compounds by 
using the polypeptides of the present invention, or binding fragments thereof, in any 
of a variety of drug screening techniques. The polypeptide or fragment employed in 

1 5 such a test may be affixed to a solid support, expressed on a cell surface, free in 

solution, or located intracellularly. One method of drug screening utilizes eukaryotic 
or prokaryotic host cells which are stably transformed with recombinant nucleic acids 
expressing the polypeptide or fragment. Drugs are screened against such transformed 
cells in competitive binding assays. One may measure, for example, the formulation 

20 of complexes between the agent being tested and a polypeptide of the present 
invention. 

Thus, the present invention provides methods of screening for drugs or any 
other agents which affect activities mediated by the polypeptides of the present 
invention. These methods comprise contacting such an agent with a polypeptide of the 

25 present invention or a fragment thereof and assaying for the presence of a complex 
between the agent and the polypeptide or a fragment thereof, by methods well known 
in the art. In such a competitive binding assay, the agents to screen are typically 
labeled. Following incubation, free agent is separated from that present in bound 
form, and the amount of free or uncomplexed label is a measure of the ability of a 

30 particular agent to bind to the polypeptides of the present invention. 

Another technique for drug screening provides high throughput screening for 
compounds having suitable binding affinity to the polypeptides of the present 
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invention, and is described in great detail in European Patent Application 84/03564, 
published on September 13, 1984, which is incorporated herein by reference herein. 
Briefly stated, large numbers of different small peptide test compounds are - 
synthesized on a solid substrate, such as plastic pins or some other surface. The 
5 peptide test compounds are reacted with polypeptides of the present invention and 
washed. Bound polypeptides are then detected by methods well known in the art. 
Purified polypeptides are coated directly onto plates for use in the aforementioned 
drug screening techniques. In addition, non-neutralizing antibodies may be used to 
capture the peptide and immobilize it on the solid support. 

10 This invention also contemplates the use of competitive drug screening assays 

in which neutralizing antibodies capable of binding polypeptides of the present 
invention specifically compete with a test compound for binding to the polypeptides 
or fragments thereof. In this manner, the antibodies are used to detect the presence of 
any peptide which shares one or more antigenic epitopes with a polypeptide of the 

15 invention. 

Polypeptides of the Invention Binding Peptides and Other Molecules 

The invention also encompasses screening methods for identifying 
polypeptides and nonpolypeptides that bind polypeptides of the invention, and the 
20 polypeptide of the invention binding molecules identified thereby. These binding 
molecules are useful, for example, as agonists and antagonists of the polypeptides of 
the invention. Such agonists and antagonists can be used, in accordance with the 
invention, in the therapeutic embodiments described in detail, below. 

This method comprises the steps ofrcontacting a polypeptide of the invention 
25 with a plurality of molecules; and identifying a molecule that binds the polypeptide of 
the invention. 

The step of contacting the polypeptide of the invention with the plurality of 
molecules may be effected in a number of ways. For example, one may contemplate 
immobilizing the polypeptide of the invention on a solid support and bringing a 
30 solution of the plurality of molecules in contact with the immobilized polypeptide of 
the invention. Such a procedure would be akin to an affinity chromatographic process, 
with the affinity matrix being comprised of the immobilized polypeptide of the 
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invention. The molecules having a selective affinity for the polypeptide of the 
invention can then be purified by affinity selection. The nature of the solid support, 
process for attachment of the polypeptide of the invention to the solid support, 
solvent, and conditions of the affinity isolation or selection are largely conventional 
and well known to those of ordinary skill in the art. 

Alternatively, one may also separate a plurality of polypeptides into 
substantially separate fractions comprising a subset of or individual polypeptides. For 
instance, one can separate the plurality of polypeptides by gel electrophoresis, column 
chromatography, or like method known to those of ordinary skill for the separation of 
polypeptides. The individual polypeptides can also be produced by a transformed host 
cell in such a way as to be expressed on or about its outer surface (e.g., a recombinant 
phage). Individual isolates can then be "probed" by the polypeptide of the invention, 
optionally in the presence of an inducer should one be required for expression, to 
determine if any selective affinity interaction takes place between the polypeptide of 
the invention and the individual clone. Prior to contacting the polypeptide of the 
invention with each fraction comprising individual polypeptides, the polypeptides 
could first be transferred to a solid support for additional convenience. Such a solid 
support may simply be a piece of filter membrane, such as one made of nitrocellulose 
or nylon. In this manner, positive clones could be identified from a collection of 
transformed host cells of an expression library, which harbor a DNA construct 
encoding a polypeptide having a selective affinity for a polypeptide of the invention. 
Furthermore, the amino acid sequence of the polypeptide having a selective affinity 
for the polypeptide of the invention can be determined directly by conventional means 
or the coding sequence of the DNA encoding the polypeptide can frequently be 
determined more conveniently. The primary sequence can then be deduced from the 
corresponding DNA sequence. If the amino acid sequence is to be determined from 
the polypeptide itself, one may use microsequencing techniques. The sequencing 
technique may include mass spectroscopy. 

In certain situations, it may be desirable to wash away any unbound 
polypeptide of the invention, or alterntatively, unbound polypeptides, from a mixture 
of the polypeptide of the invention and the plurality of polypeptides prior to 
attempting to determine or to detect the presence of a selective affinity interaction. 
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Such a wash step may be particularly desirable when the polypeptide of the invention 
or the plurality of polypeptides is bound to a solid support. 

The plurality of molecules provided according to this method may be provided 
by way of diversity libraries, such as random or combinatorial peptide or nonpeptide 
libraries which can be screened for molecules that specifically bind to a polypeptide 
of the invention. Many libraries are known in the art that can be used, e.g., chemically 
synthesized libraries, recombinant (e.g., phage display libraries), and in vitro 
translation-based libraries. Examples of chemically synthesized libraries are 
described in Fodor et al, 1991, Science 251:767-773; Houghten et al., 1991, Nature 
354:84-86; Lam et al., 1991, Nature 354:82-84; Medynski, 1994, Biotechnology 
12:709-710;Gallop et al, 1994, J. Medicinal Chemistry 37(9):1233-1251; Ohlmeyer 
et al, 1993, Proc. Natl. Acad. Sci. USA 90:10922-10926; Erb et al, 1994, Proc. Natl. 
Acad. Sci. USA 91:1 1422-1 1426; Houghten et al, 1992, Biotechniques 13:412; 
Jayawickreme et al, 1994, Proc. Natl. Acad. Sci. USA 91:1614-1618; Salmon et al, 
1993, Proc. Natl. Acad. Sci. USA 90:11708-11712; PCT Publication No. WO 
93/20242; and Brenner and Lerner, 1992, Proc. Natl. Acad. Sci. USA 89:5381-5383. 

Examples of phage display libraries are described in Scott and Smith, 1990, 
Science 249:386-390; Devlin et al, 1990, Science, 249:404-406; Christian, R. B, et 
al, 1992, J. Mol. Biol. 227:711-718); Lenstra, 1992, J. Immunol. Meth. 152:149-157; 
Kay et al, 1993, Gene 128:59-65; and PCT Publication No. WO 94/18318 dated Aug. 
18,1994. 

m vitro translation-based libraries include but are not limited to those 
described in PCT Publication No. WO 91/05058 dated Apr. 18, 1991; and Mattheakis 
et al, 1994, Proc. Natl. Acad. Sci. USA 91:9022-9026. 

Byway of examples of nonpeptide libraries, a benzodiazepine library (see 
e.g, Bunin et al, 1994, Proc. Natl. Acad. Sci. USA 91 .4708-4712) can be adapted for 
use. Peptoid libraries (Simon et al, 1992, Proc. Natl. Acad. Sci. USA 89:9367-9371) 
can also be used. Another example of a library that can be used, in which the amide 
functionalities in peptides have been permethylated to generate a chemically 
transformed combinatorial library, is described by Ostresh et al. (1994, Proc. Natl. 
Acad. Sci. USA 91 : 1 1 138-1 1 142). 

The variety of non-peptide libraries that are useful in the present invention is 
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great. For example, Ecker and Crooke, 1995, Bio/Technology 13:351-360 list 
benzodiazepines, hydantoins, piperazinediones, biphenyls, sugar analogs, beta- 
mercaptoketones, arylacetic acids, acylpiperidines, benzopyrans, cubanes, xanthines, 
aminimides, and oxazolones as among the chemical species that form the basis of 

5 various libraries. 

Non-peptide libraries can be classified broadly into two types: decorated 
monomers and oligomers. Decorated monomer libraries employ a relatively simple 
scaffold structure upon which a variety functional groups is added. Often the scaffold 
will be a molecule with a known useful pharmacological activity. For example, the 

1 0 scaffold might be the benzodiazepine structure. 

Non-peptide oligomer libraries utilize a large number of monomers that are 
assembled together in ways that create new shapes that depend on the order of the 
monomers. Among the monomer units that have been used are carbamates, 
pyrrolinones, and morpholinos. Peptoids, peptide-like oligomers in which the side 

1 5 chain is attached to the alpha amino group rather than the alpha carbon, form the basis 
of another version of non-peptide oligomer libraries. The first non-peptide oligomer 
libraries utilized a single type of monomer and thus contained a repeating backbone. 
Recent libraries have utilized more than one monomer, giving the libraries added 
flexibility. 

20 Screening the libraries can be accomplished by any of a variety of commonly 

known methods. See, e.g., the following references, which disclose screening of 
peptide libraries: Parmley and Smith, 1989, Adv. Exp. Med. Biol. 251:215-218; Scott 
and Smith, 1990, Science 249:386-390; Fowlkes et al., 1992; BioTechniques 13:422- 
427; Oldenburg et al., 1992, Proc. Natl. Acad. Sci. USA 89:5393-5397; Yu et al., 

25 1994, Cell 76:933-945; Staudt et al., 1988, Science 241:577-580; Bock et al., 1992, 
Nature 355:564-566; Tuerk et al., 1992, Proc. Natl. Acad. Sci. USA 89:6988-6992; 
Ellington et al.; 1992, Nature 355:850-852; U.S. Pat No. 5,096,815, U.S. Pat. No. 
5,223,409, and U.S. Pat. No. 5,198,346, all to Ladner et al.; Rebar and Pabo, 1993, 
Science 263:671-673; and CT Publication No. WO 94/18318. 

30 In a specific embodiment, screening to identify a molecule that binds a 

polypeptide of the invention can be carried out by contacting the library members 
with a polypeptide of the invention immobilized on a solid phase and harvesting those 
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library members that bind to the polypeptide of the invention. Examples of such 
screening methods, termed "panning" techniques are described by way of example in 
Paimley and Smith, 1988, Gene 73:305-318; Fowlkes et al., 1992, BioTechniques 
13:422-427; PCT Publication No. WO 94/18318; and in references cited herein. 

In another embodiment, the two-hybrid system for selecting interacting 
proteins in yeast (Fields and Song, 1989, Nature 340:245-246; Chien et al., 1991, 
Proc. Natl. Acad. Sci. USA 88:9578-9582) can be used to identify molecules that 
specifically bind to a polypeptide of the invention. 

Where the polypeptide of the invention binding molecule is a polypeptide, the 
polypeptide can be conveniently selected from any peptide library, including random 
peptide libraries, combinatorial peptide libraries, or biased peptide libraries. The term 
"biased" is used herein to mean that the method of generating the library is 
manipulated so as to restrict one or more parameters that govern the diversity of the 
resulting collection of molecules, in this case peptides. 

Thus, a truly random peptide library would generate a collection of peptides in 
which the probability of finding a particular amino acid at a given position of the 
peptide is the same for all 20 amino acids. A bias can be introduced into the library, 
however, by specifying, for example, that a lysine occur every fifth amino acid or that 
positions 4, 8, and 9 of a decapeptide library be fixed to include only arginine. 
Clearly, many types of biases can be contemplated, and the present invention is not 
restricted to any particular bias. Furthermore, the present invention contemplates 
specific types of peptide libraries, such as phage displayed peptide libraries and those 
that utilize a DNA construct comprising a lambda phage vector with a DNA insert 

As mentioned above, in the case of a polypeptide of the invention binding 
molecule that is a polypeptide, the polypeptide may have about 6 to less than about 60 
amino acid residues, preferably about 6 to about 10 amino acid residues, and most 
preferably, about 6 to about 22 amino acids. In another embodiment, a polypeptide of 
the invention binding polypeptide has in the range of 1 5-100 amino acids, or 20-50 
amino acids. 

The selected polypeptide of the invention binding polypeptide can be obtained 
by chemical synthesis or recombinant expression. 
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Antigensg And Ribozyme (Antagonists) 

In specific embodiments, antagonists according to the present invention are 
nucleic acids corresponding to the sequences contained in SEQ ID NO:X, or the 
complementary strand thereof, and/or to nucleotide sequences contained a deposited 
clone. In one embodiment, antisense sequence is generated internally by the 
organism, in another embodiment, the antisense sequence is separately administered 
(see, for example, O'Connor, Neurdchem., 56:560 (1991). Oligodeoxynucleotides as 
Anitsense Inhibitors of Gene Expression, CRC Press, Boca Raton, FL (1988). 
Antisense technology can be used to control gene expression through antisense DNA 
or RNA, or through triple-helix formation. Antisense techniques are discussed for 
example, in Okano, Neurochem., 56:560 (1991); Oligodeoxynucleotides as Antisense 
Inhibitors of Gene Expression, CRC Press, Boca Raton, FL (1988). Triple helix 
formation is discussed in, for instance, Lee et al., Nucleic Acids Research, 6:3073 
(1979); CooneyetaL, Science, 241:456 (1988); and DervanetaL, Science, 251:1300 
(1991). The methods are based on binding of a polynucleotide to a complementary 
DNA or RNA. 

For example, the use of c-myc and c-myb antisense RNA constructs to inhibit 
the growth of the non-lymphocytic leukemia cell line HL-60 and other cell lines was 
previously described. (Wickstrometal.(1988); Anfossiet al. (1989)). These 
experiments were performed in vitro by incubating cells with the oligoribonucleotide. 
A similar procedure for in vivo use is described in WO 91/15580. Briefly, a pair of 
oligonucleotides for a given antisense RNA is produced as follows: A sequence 
complimentary to the first 15 bases of the open reading frame is flanked by an EcoRl 
site on the 5 end and a Hindm site on the 3 end. Next, the pair of oligonucleotides is 
heated at 90°C for one minute and then annealed in 2X ligation buffer (20mM TRIS 
HC1 pH 7.5, lOmM MgC12, 10MM dithiothreitol (DTT) and 0.2 mM ATP) and then 
ligated to the EcoRl/Hind m site of the retroviral vector PMV7 (WO 91/15580). 

For example, the 5 r coding portion of a polynucleotide that encodes the mature 
polypeptide of the present invention may be used to design an antisense RNA 
oligonucleotide of from about 10 to 40 base pairs in length. A DNA oligonucleotide 
is designed to be complementary to a region of the gene involved in transcription 
thereby preventing transcription and the production of the receptor. The antisense 
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RNA oligonucleotide hybridizes to the mRNA in vivo and blocks translation of the 
mRNA molecule into receptor polypeptide. 

In one embodiment, the antisense nucleic acid of the invention is produced 
intraceUularly by transcription from an exogenous sequence. For example, a vector or 
a portion thereof, is transcribed, producing an antisense nucleic acid (RNA) of the 
invention. Such a vector would contain a sequence encoding the antisense nucleic 
acid of the invention. Such a vector can remain episomal or become chromosomally 
integrated, as long as it can be transcribed to produce the desired antisense RNA. 
Such vectors can be constructed by recombinant DNA technology methods standard 
in the art. Vectors can be plasmid, viral, or others known in the art, used for 
replication and expression in vertebrate cells. Expression of the sequence encoding a 
polypeptide of the invention, or fragments thereof, can be by any promoter known in 
the art to act in vertebrate, preferably human cells. Such promoters can be inducible 
or constitutive. Such promoters include, but are not limited to, the SV40 early 
promoter region (Bemoist and Chambon, Nature, 29:304-310 (1981), the promoter 
contained in the 3 ' long terminal repeat of Rous sarcoma virus (Yamamoto et al., 
Cell, 22:787-797 (1980), the herpes thymidine promoter (Wagner et al., Proc. Natl. 
Acad. Sci. U.S.A., 78:1441-1445 (1981), the regulatory sequences of the 
metallothionein gene (Brinster et al., Nature, 296:39-42 (1982)), etc. 

The antisense nucleic acids of the invention comprise a sequence 
complementary to at least a portion of an RNA transcript of a gene of interest. 
However, absolute complementarity, although preferred, is not required. A sequence 
"complementary to at least a portion of an RNA," referred to herein, means a 
sequence having sufficient complementarity to be able to hybridize with the RNA 
forming a stable duplex; in the case of double stranded antisense nucleic acids of the 
invention, a single strand of the duplex DNA may thus be tested, or triplex formation 
may be assayed. The ability to hybridize will depend on both the degree of 
complementarity and the length of the antisense nucleic acid Generally, the larger the 
hybridizing nucleic acid, the more base mismatches with a RNA sequence of the 
invention it may contain and still form a stable duplex (or triplex as the case may be). 
One skilled in the art can ascertain a tolerable degree of mismatch by use of standard 
procedures to determine the melting point of the hybridized complex. 
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Oligonucleotides that are complementary to the 5 ' end of the message, e.g., 
the 5' untranslated sequence up to and including the AUG initiation codon, should 
work most efficiently at inhibiting translation. However, sequences complementary 
to the 3 ' untranslated sequences of mRNAs have been shown to be effective at 

5 inhibiting translation of mRNAs as well. See generally, Wagner, R., Nature, 

372:333-335 (1994). Thus, oligonucleotides complementary to either the 5' - or 3 ' - 
non- translated, non-coding regions of a polynucleotide sequence of the invention 
could be used in an antisense approach to inhibit translation of endogenous mRNA. 
Oligonucleotides complementary to the 5 ' untranslated region of the mRNA should 

10 include the complement of the AUG start codon. Antisense oligonucleotides 

complementary to mRNA coding regions are less efficient inhibitors of translation but 
could be used in accordance with the invention. Whether designed to hybridize to the 
5' 3' - or coding region of mRNA, antisense nucleic acids should be at least six 
nucleotides in length, and are preferably oligonucleotides ranging from 6 to about 50 

15 nucleotides in length. In specific aspects the oligonucleotide is at least 10 

nucleotides, at least 17 nucleotides, at least 25 nucleotides or at least 50 nucleotides. 

The polynucleotides of the invention can be DNA or RNA or chimeric 
mixtures or derivatives or modified versions thereof, single-stranded or double- 
stranded. The oligonucleotide can be modified at the base moiety, sugar moiety, or 

20 phosphate backbone, for example, to improve stability of the molecule, hybridization, 
etc. The oligonucleotide may include other appended groups such as peptides (e.g., 
for targeting host cell receptors in vivo), or agents facilitating transport across the cell 
membrane (see, e.g., Letsinger et al., Proc. Natl. Acad. Sci. U.S.A. 86:6553-6556 
(1989); Lemaitre et al., Proc. Natl. Acad. Sci., 84:648-652 (1987); PCT Publication 

25 NO: WO88/09810, published December 15, 1988) or the blood-brain barrier (see, 
e.g., PCT Publication NO: WO89/10134, published April 25, 1988), hybridization- 
triggered cleavage agents. (See, e.g., Krol et al., BioTechniques, 6:958-976(1988)) 
or intercalating agents. (See, e.g., Zon, Pharm. Res., 5:539-549(1988)). To this end, 
the oligonucleotide may be conjugated to another molecule, e.g., a peptide, 

30 hybridization triggered cross-linking agent, transport agent, hybridization-triggered 
cleavage agent, etc. 



WO 01/55430 



PCT7US01/01431 



255 

The antisense oligonucleotide may comprise at least one modified base moiety 
which is selected from the group including, but not limited to, 5-fluorouracil, 
5-bromouracil, 5-chIorouracil, 5-iodouracil, hypoxanthine, xantine, 4-acetylcytosine, 
5-(carboxyhydroxylmethyl) uracil, 5^aiboxyme%lammomethyl"2-thiouridine, 
5 5-carboxymethylaininomethyluracil, dihydrouracil, beta-D-galactosylqueosine, 
inosine, N6-isopentenyladenine, 1-methylguanine, 1-methylinosine, 
2,2-dimethyIguanine, 2-methyladenine, 2-methylguanine, 3-methylcytosine, 
5-methylcytosine, N6-adenine, 7-methylguanine, 5-methylaminomethyluracil, 
5-methoxyaminomethyl-2-thiouracil, beta-D-mannosylqueosine, 
10 5 '-methoxycarboxymethyluracil, 5-methoxyuracil, 2-methylthio-N6- 

isopentenyladenine, uracil-5-oxyacetic acid (v), wybutoxosine, pseudouracil, 
queosine, 2-thiocytosine, 5-methyl-2-thiouracil, 2-thiouracil, 4-thiouracil, 
5-methyluracil, uracil-5-oxyacetic acid methylester, uracil-5-oxyacetic acid (v), 
5-methyl-2-thiouracil, 3-(3-amino-3-N-2-caxboxypropyl) uracil, (acp3)w, and 
15 2,6-diaminopurine. 

The antisense oligonucleotide may also comprise at least one modified sugar 
moiety selected from the group including, but not limited to, arabinose, 
2-fluoroarabinose, xylulose, and hexose. 

In yet another embodiment, the antisense oligonucleotide comprises at least 
20 one modified phosphate backbone selected from the group including, but not limited 
to, aphosphorothioate, a phosphorodithioate, a phosphoramidothioate, a 
phosphoramidate, aphosphordiamidate, a methylphosphonate, an alkyl 
phosphotriester, and a formacetal or analog thereof. 

In yet another embodiment, the antisense oligonucleotide is an a-anomeric 
25 oligonucleotide. An a-anomeric oligonucleotide forms specific double-stranded 

hybrids with complementary RNA in which, contrary to the usual b-units, the strands 
run parallel to each other (Gautier et al., Nucl. Acids Res., 15:6625-6641 (1987)). 
The oligonucleotide is a 2-0-methylribonucleotide Qnoue et al., Nucl. Acids Res., 
15:6131-6148 (1987)), or a chimeric RNA-DNA analogue (Inoue et al., FEBS Lett. 
30 215:327-330(1987)). 

Polynucleotides of the invention may be synthesized by standard methods 
known in the art, e.g. by use of an automated DNA synthesizer (such as are 
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commercially available from Biosearch, Applied Biosystems, etc.). As examples, 
phosphorothioate oligonucleotides may be synthesized by the method of Stein et al. 
(Nucl. Acids Res., 16:3209 (1988)), methylphosphonate oligonucleotides can be 
prepared by use of controlled pore glass polymer supports (Sarin et al., Proc. Natl. 

5 Acad. Sci. U.S.A., 85:7448-7451 (1988)), etc. 

While antisense nucleotides complementary to the coding region sequence of 
the invention could be used, those complementary to the transcribed untranslated 
region are most preferred. 

Potential antagonists according to the invention also include catalytic RNA, or 

10 a ribozyme (See, e.g., PCT International Publication WO 90/1 1 364, published 

October 4, 1990; Sarver et al, Science, 247:1222-1225 (1990). While ribozymes that 
cleave mRNA at site specific recognition sequences can be used to destroy mRNAs 
corresponding to the polynucleotides of the invention, the use of hammerhead 
ribozymes is preferred. Hammerhead ribozymes cleave mRNAs at locations dictated 

15 by flanking regions that form complementary base pairs with the target mRNA. The 
sole requirement is that the target mRNA have the following sequence of two bases: 
5' -UG-3' . The construction and production of hammerhead ribozymes is well 
known in the art and is described more fully in Haseloff and Gerlach, Nature, 
334:585-591 (1988). There are numerous potential hammerhead ribozyme cleavage 

20 ■ sites within each nucleotide sequence disclosed in the sequence listing. Preferably, 
the ribozyme is engineered so that the cleavage recognition site is located near the 5' 
end of the mRNA corresponding to the polynucleotides of the invention; i.e., to 
increase efficiency and minimize the intracellular accumulation of non-functional 
mRNA transcripts. 

25 As in the antisense approach, the ribozymes of the invention can be composed 

of modified oligonucleotides (e.g. for improved stability, targeting, etc.) and should 
be delivered to cells which express the polynucleotides of the invention in vivo. 
DNA constructs encoding the ribozyme may be introduced into the cell in the same 
manner as described above for the introduction of antisense encoding DNA. A 

30 preferred method of delivery involves using a DNA construct "encoding" the 

ribozyme under the control of a strong constitutive promoter, such as, for example, 
pol HI or pol II promoter, so that transfected cells will produce sufficient quantities of 
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the ribozyme to destroy endogenous messages and inhibit translation. Since 
ribozymes unlike antisense molecules, are catalytic, a lower intracellular 
concentration is required for efficiency. 

Antagonist/agonist compounds may be employed to inhibit the cell growth 
5 and proliferation effects of the polypeptides of the present invention on neoplastic 
cells and tissues, i.e. stimulation of angiogenesis of tumors, and, therefore, retard or 
prevent abnormal cellular growth and proliferation, for example, in tumor formation 
or growth. 

The antagonist/agonist may also be employed to prevent hyper-vascular 
10 diseases, and prevent the proliferation of epithelial lens cells after extracapsular 
cataract surgery. Prevention of the mitogenic activity of the polypeptides of the 
present invention may also be desirous in cases such as restenosis after balloon 
angioplasty. 

The antagonist/agonist may also be employed to prevent the growth of scar 
1 5 tissue during wound healing. 

The antagonist/agonist may also be employed to treat, prevent, and/or 
diagnose the diseases described herein. 

Thus, the invention provides a method of treating or preventing diseases, 
disorders, and/or conditions, including but not limited to the diseases, disorders, 
20 and/or conditions listed throughout this application, associated with overexpression of 
a polynucleotide of the present invention by administering to a patient (a) an antisense 
molecule directed to the polynucleotide of the present invention, and/or (b) a 
ribozyme directed to the polynucleotide of the present invention. 

invention, and/or (b) a ribozyme directed to the polynucleotide of the present 
25 invention 

Other Activities 

The polypeptide of the present invention, as a result of the ability to stimulate 
vascular endothelial cell growth, may be employed in treatment for stimulating re- 
30 vascularization of ischemic tissues due to various disease conditions such as 

thrombosis, arteriosclerosis, and other cardiovascular conditions. These polypeptide 
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may also be employed to stimulate angiogenesis and limb regeneration, as discussed 
above. 

The polypeptide may also be employed for treating wounds due to injuries, 
burns, post-operative tissue repair, and ulcers since they are mitogenic to various cells 
5 of different origins, such as fibroblast cells and skeletal muscle cells, and therefore, 
facilitate the repair or replacement of damaged or diseased tissue. 

The polypeptide of the present invention may also be employed stimulate 
neuronal growth and to treat, prevent, and/or diagnose neuronal damage which occurs 
in certain neuronal disorders or neuro-degenerative conditions such as Alzheimer's 
10 disease, Parkinson's disease, and AIDS-related complex. The polypeptide of the 
invention may have the ability to stimulate chondrocyte growth, therefore, they may 
be employed to enhance bone and periodontal regeneration and aid in tissue 
transplants or bone grafts. 

The polypeptide of the present invention may be also be employed to prevent 
1 5 skin aging due to sunburn by stimulating keratinocyte growth. 

The polypeptide of the invention may also be employed for preventing hair 
loss, since FGF family members activate hair-forming cells and promotes melanocyte 
growth. Along the same lines, the polypeptides of the present invention may be 
employed to stimulate growth and differentiation of hematopoietic cells and bone 
20 marrow cells when used in combination with other cytokines. 

The polypeptide of the invention may also be employed to maintain organs 
before transplantation or for supporting cell culture of primary tissues. 

The polypeptide of the present invention may also be employed for inducing 
tissue of mesodermal origin to differentiate in early embryos. 
25 The polypeptide or polynucleotides and/or agonist or antagonists of the 

present invention may also increase or decrease the differentiation or proliferation of 
embryonic stem cells, besides, as discussed above, hematopoietic lineage. 

The polypeptide or polynucleotides and/or agonist or antagonists of the 
present invention may also be used to modulate mammalian characteristics, such as 
30 body height, weight, hair color, eye color, skin, percentage of adipose tissue, 

pigmentation, size, and shape (e.g., cosmetic surgery). Similarly, polypeptides or 
polynucleotides and/or agonist or antagonists of the present invention maybe used to 
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modulate mammalian metabolism affecting catabolism, anabolism, processing, 
utilization, and storage of energy. 

Polypeptide or polynucleotides and/or agonist or antagonists of the present 
invention may be used to change a mammal's mental state or physical state by 
influencing biorhythms, caricadic rhythms, depression (including depressive diseases, 
disorders, and/or conditions), tendency for violence, tolerance for pain, reproductive 
capabilities (preferably by Activin or Inhibin-like activity), hormonal or endocrine 
levels, appetite, libido, memory, stress, or other cognitive qualities. 

Polypeptide or polynucleotides and/or agonist or antagonists of the present 
invention may also be used as a food additive or preservative, such as to increase or 
decrease storage capabilities, fat content, lipid, protein, carbohydrate, vitamins, 
minerals, cofactors or other nutritional components. 

Other Preferred Embodiments 

Other preferred embodiments of the claimed invention include an isolated 
nucleic acid molecule comprising a nucleotide sequence which is at least 95% 
identical to a sequence of at least about 50 contiguous nucleotides in the nucleotide 
sequence ofSEQ ID NO.X wherein X is any integer as defined in Table 1 . 

Also preferred is a nucleic acid molecule wherein said sequence of contiguous 
nucleotides is included in the nucleotide sequence ofSEQ ID NO.X in the range of 
positions beginning with the nucleotide at about the position of the 5' Nucleotide of 
the Clone Sequence and ending with the nucleotide at about the position of the 3' 
Nucleotide of the Clone Sequence as defined for SEQ ID NO:X in Table 1. 

Also preferred is a nucleic acid molecule wherein said sequence of contiguous 
nucleotides is included in the nucleotide sequence of SEQ ED NO:X in the range of 
positions beginning with the nucleotide at about the position of the 5 ' Nucleotide of 
the Start Codon and ending with the nucleotide at about the position of the 3' 
Nucleotide of the Clone Sequence as defined for SEQ ID NO:X in Table 1. 

Similarly preferred is a nucleic acid molecule wherein said sequence of 
contiguous nucleotides is included in the nucleotide sequence of SEQ ID NO:X in the 
range of positions beginning with the nucleotide at about the position of the 5' 
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. Nucleotide of the First Amino Acid of the Signal Peptide and ending with the 
nucleotide at about the position of the 3' Nucleotide of the Clone Sequence as 
defined for SEQ ID NO:X in Table 1 . 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 

5 sequence which is at least 95% identical to a sequence of at least about 150 
contiguous nucleotides in the nucleotide sequence of SEQ ID NO:X. 

Further preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a sequence of at least about 500 
contiguous nucleotides in the nucleotide sequence of SEQ ID NO:X. 

10 A further preferred embodiment is a nucleic acid molecule comprising a 

nucleotide sequence which is at least 95% identical to the nucleotide sequence of SEQ 
ID NO:X beginning with the nucleotide at about the position of the 5 ' Nucleotide of 
the First Amino Acid of the Signal Peptide and ending with the nucleotide at about 
the position of the 3 ' Nucleotide of the Clone Sequence as defined for SEQ ID NO:X 

15 in Table 1. 

A further preferred embodiment is an isolated nucleic acid molecule 
comprising a nucleotide sequence which is at least 95% identical to the complete 
nucleotide sequence of SEQ ID NO:X. 

Also preferred is an isolated nucleic acid molecule which hybridizes under 
20 stringent hybridization conditions to a nucleic acid molecule, wherein said nucleic 
acid molecule which hybridizes does not hybridize under stringent hybridization 
conditions to a nucleic acid molecule having a nucleotide sequence consisting of only 
A residues or of only T residues. 

Also preferred is a composition of matter comprising a DNA molecule which 
25 comprises a human cDNA clone identified by a cDNA Clone Identifier in Table 1, 
which DNA molecule is contained in the material deposited with the American Type 
Culture Collection and given the ATCC Deposit Number shown in Table 1 for said 
cDNA Clone Identifier. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
30 sequence which is at least 95% identical to a sequence of at least 50 contiguous 

nucleotides in the nucleotide sequence of a human cDNA clone identified by a cDNA 
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Clone Identifier in Table 1, which DNA molecule is contained in the deposit given the 
ATCC Deposit Number shown in Table 1. 

Also preferred is an isolated nucleic acid molecule, wherein said sequence of 
at least 50 contiguous nucleotides is included in the nucleotide sequence of the 
complete open reading frame sequence encoded by said human cDNA clone. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to sequence of at least 150 contiguous 
nucleotides in the nucleotide sequence encoded by said human cDNA clone. 

A farther preferred embodiment is an isolated nucleic acid molecule 
comprising a nucleotide sequence which is at least 95% identical to sequence of at 
least 500 contiguous nucleotides in the nucleotide sequence encoded by said human 
cDNA clone. 

A further preferred embodiment is an isolated nucleic acid molecule 
comprising a nucleotide sequence which is at least 95% identical to the complete 
nucleotide sequence encoded by said human cDNA clone. 

A further preferred embodiment is a method for detecting in a biological 
sample a nucleic acid molecule comprising a nucleotide sequence which is at least 
95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from the group consisting of: a nucleotide sequence of SEQ ID NO:X 
wherein X is any integer as defined in Table 1 ; and a nucleotide sequence encoded by 
a human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1; which method comprises a step of comparing a nucleotide sequence of at least one 
nucleic acid molecule in said sample with a sequence selected from said group and 
determining whether the sequence of said nucleic acid molecule in said sample is at 
least 95% identical to said selected sequence. 

Also preferred is the above method wherein said step of comparing sequences 
comprises determining the extent of nucleic acid hybridization between nucleic acid 
molecules in said sample and a nucleic acid molecule comprising said sequence 
selected from said group. Similarly, also preferred is the above method wherein said 
step of comparing sequences is performed by comparing the nucleotide sequence 
determined from a nucleic acid molecule in said sample with said sequence selected 
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from said group. The nucleic acid molecules can comprise DNA molecules or RNA 
molecules. 

A further preferred embodiment is a method for identifying the species, tissue 
or cell type of a biological sample which method comprises a step of detecting nucleic 

5 acid molecules in said sample, if any, comprising a nucleotide sequence that is at least 
95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from the group consisting of: a nucleotide sequence of SEQ ID NO:X 
wherein X is any integer as defined in Table 1 ; and a nucleotide sequence encoded by 
a human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 

10 in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1. 

The method for identifying the species, tissue or cell type of a biological 
sample can comprise a step of detecting nucleic acid molecules comprising a 
nucleotide sequence in a panel of at least two nucleotide sequences, wherein at least 
1 5 one sequence in said panel is at least 95% identical to a sequence of at least 50 
contiguous nucleotides in a sequence selected from said group. 

Also preferred is a method for diagnosing in a subject a pathological condition 
associated with abnormal structure or expression of a gene encoding a secreted 
protein identified in Table 1, which method comprises a step of detecting in a 
20 biological sample obtained from said subject nucleic acid molecules, if any, 

comprising a nucleotide sequence that is at least 95% identical to a sequence of at 
least 50 contiguous nucleotides in a sequence selected from the group consisting of: a 
nucleotide sequence of SEQ ID NO:X wherein X is any integer as defined in Table 1; 
and a nucleotide sequence encoded by a human cDNA clone identified by a cDNA 
25 Clone Identifier in Table 1 and contained in the deposit with the ATCC Deposit 
Number shown for said cDNA clone in Table 1. 

The method for diagnosing a pathological condition can comprise a step of 
detecting nucleic acid molecules comprising a nucleotide sequence in a panel of at 
least two nucleotide sequences, wherein at least one sequence in said panel is at least 
30 95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from said group. 
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Also preferred is a composition of matter comprising isolated nucleic acid 
molecules wherein the nucleotide sequences of said nucleic acid molecules comprise 
a panel of at least two nucleotide sequences, wherein at least one sequence in said 
panel is at least 95% identical to a sequence of at least 50 contiguous nucleotides in a 
sequence selected from the group consisting of: a nucleotide sequence of SBQ ID 
NO:X wherein X is any integer as defined in Table 1 ; and a nucleotide sequence 
encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 
and contained in the deposit with the ATCC Deposit Number shown for said cDNA 
clone in Table 1. The nucleic acid molecules can comprise DNA molecules or RNA 
molecules. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 90% identical to a sequence of at least about 10 contiguous ainino acids in the 
amino acid sequence of SEQ ID NO:Y wherein Y is any integer as defined in Table 1. 

Also preferred is a polypeptide, wherein said sequence of contiguous amino 
acids is included in the amino acid sequence of SBQ ID NO.Y in the range of 
positions beginning with the residue at about the position of the First Amino Acid of 
the Secreted Portion and ending with the residue at about the Last Amino Acid of the 
Open Reading Frame as set forth for SEQ ID NO. Y in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 95% identical to a sequence of at least about 30 contiguous amino acids in the 
amino acid sequence of SEQ ID NO:Y. 

Further preferred is an isolated polypeptide comprising an amino acid 
sequence at least 95% identical to a sequence of at least about 100 contiguous amino 
acids in the amino acid sequence of SEQ ID NO:Y. 

Further preferred is an isolated polypeptide comprising an amino acid 
sequence at least 95% identical to the complete amino acid sequence of SEQ ID 
NO:Y. 

Further preferred is an isolated polypeptide comprising an amino acid 
sequence at least 90% identical to a sequence of at least about 10 contiguous amino 
acids in the complete amino acid sequence of a secreted protein encoded by a human 
cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained in the 
deposit with the ATCC Deposit Number shown for said cDNA clone in Table 1 . 
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Also preferred is a polypeptide wherein said sequence of contiguous amino 
acids is included in the amino acid sequence of a secreted portion of the secreted 
protein encoded by a human cDNA clone identified by a cDNA Clone Identifier in 
Table 1 and contained in the deposit with the ATCC Deposit Number shown for said 
5 cDNA clone in Table 1 . 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 95% identical to a sequence of at least about 30 contiguous amino acids in the 
amino acid sequence of the secreted portion of the protein encoded by a human cDNA 
clone identified by a cDNA Clone Identifier in Table 1 and contained in the deposit 
1 0 with the ATCC Deposit Number shown for said cDNA clone in Table 1 . 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 95% identical to a sequence of at least about 100 contiguous amino acids in 
the amino acid sequence of the secreted portion of the protein encoded by a human 
cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained in the 
15 deposit with the ATCC Deposit Number shown for said cDNA clone in Table 1 . 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 95% identical to the amino acid sequence of the secreted portion of the protein 
encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 
and contained in the deposit with the ATCC Deposit Number shown for said cDNA 
20 clone in Table 1. 

Further preferred is an isolated antibody which binds specifically to a 
polypeptide comprising an amino acid sequence that is at least 90% identical to a 
sequence of at least 10 contiguous amino acids in a sequence selected from the group 
consisting of: an amino acid sequence of SEQ ID NO:Y wherein Y is any integer as 
25 defined in Table 1 ; and a complete amino acid sequence of a protein encoded by a 
human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1. 

Further preferred is a method for detecting in a biological sample a 
30 polypeptide comprising an amino acid sequence which is at least 90% identical to a 
. sequence of at least 10 contiguous amino acids in a sequence selected from the group 
consisting of: an amino acid sequence of SEQ ID NO:Y wherein Y is any integer as 
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defined in Table 1; and a complete amino acid sequence of a protein encoded by a 
human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1; which method comprises a step of comparing an amino acid sequence of at least 
one polypeptide molecule in said sample with a sequence selected from said group 
and determining whether the sequence of said polypeptide molecule in said sample is 
at least 90% identical to said sequence of at least 10 contiguous amino acids. 

Also preferred is the above method wherein said step of comparing an amino 
acid sequence of at least one polypeptide molecule in said sample with a sequence 
selected from said group comprises determining the extent of specific binding of 
polypeptides in said sample to an antibody which binds specifically to a polypeptide 
comprising an amino acid sequence that is at least 90% identical to a sequence of at 
least 10 contiguous amino acids in a sequence selected from the group consisting of: 
an amino acid sequence of SEQ ED NO:Y wherein Y is any integer as defined in 
Table 1 ; and a complete amino acid sequence of a protein encoded by a human cDNA 
clone identified by a cDNA Clone Identifier in Table 1 and contained in the deposit 
with the ATCC Deposit Number shown for said cDNA clone in Table 1 . 

Also preferred is the above method wherein said step of comparing sequences 
is performed by comparing the amino acid sequence determined from a polypeptide 
molecule in said sample with said sequence selected from said group. 

Also preferred is a method for identifying the species, tissue or cell type of a 
biological sample which method comprises a step of detecting polypeptide molecules 
in said sample, if any, comprising an amino acid sequence that is at least 90% 
identical to a sequence of at least 10 contiguous amino acids in a sequence selected 
from the group consisting of: an amino acid sequence of SEQ ID NO:Y wherein Y is 
any integer as defined in Table 1; and a complete amino acid sequence of a secreted 
protein encoded by a human cDNA clone identified by a cDNA Clone Identifier in 
Table 1 and contained in the deposit with the ATCC Deposit Number shown for said 
cDNA clone in Table 1 . 

Also preferred is the above method for identifying the species, tissue or cell 
type of a biological sample, which method comprises a step of detecting polypeptide 
molecules comprising an amino acid sequence in a panel of at least two amino acid 
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sequences, wherein at least one sequence in said panel is at least 90% identical to a 
sequence of at least 10 contiguous amino acids in a sequence selected from the above 
group. 

Also preferred is a method for diagnosing in a subject a pathological condition 
5 associated with abnormal structure or expression of a gene encoding a secreted 
protein identified in Table 1, which method comprises a step of detecting in a 
biological sample obtained from said subject polypeptide molecules comprising an 
amino acid sequence in apanel of at least two amino acid sequences, wherein at least 
one sequence in said panel is at least 90% identical to a sequence of at least 10 
10 contiguous amino acids in a sequence selected from the group consisting of: an amino 
acid sequence of SEQ ID NO:Y wherein Y is any integer as defined in Table 1; and a 
complete amino acid sequence of a secreted protein encoded by a human cDNA clone 
identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with the 
ATCC Deposit Number shown for said cDNA clone in Table 1. 
15 In any of these methods, the step of detecting said polypeptide molecules 

includes using an antibody. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a nucleotide sequence encoding a 
polypeptide wherein said polypeptide comprises an amino acid sequence that is at 
20 least 90% identical to a sequence of at least 10 contiguous amino acids in a sequence 
selected from the group consisting of: an amino acid sequence of SEQ ID NO:Y 
wherein Y is any integer as defined in Table 1 ; and a complete amino acid sequence 
of a secreted protein encoded by ahuman cDNA clone identified by a cDNA Clone 
Identifier in Table 1 and contained in the deposit with the ATCC Deposit Number 
25 shown for said cDNA clone in Table 1 . 

Also preferred is an isolated nucleic acid molecule, wherein said nucleotide 
sequence encoding a polypeptide has been optimized for expression of said 
polypeptide in a prokaryotic host. 

Also preferred is an isolated nucleic acid molecule, wherein said polypeptide 
30 comprises an amino acid sequence selected from the group consisting of: an amino 
acid sequence of SEQ ID NO:Y wherein Y is any integer as defined in Table 1; and a 
complete amino acid sequence of a secreted protein encoded by a human cDNA clone 
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10 



15 



20 



25 



30 



identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with the 
ATCC Deposit Number shown for said cDNA clone in Table 1 . 

Further preferred is a method of making a recombinant vector comprising 
inserting any of the above isolated nucleic acid molecule into a vector. Also preferred 
is the recombinant vector produced by this method. Also preferred is a method of 
making a recombinant host cell comprising introducing the vector into a host cell, as 
well as the recombinant host cell produced by this method. 

Also preferred is a method of making an isolated polypeptide comprising 
culturing this recombinant host cell under conditions such that said polypeptide is 
expressed and recovering said polypeptide. Also preferred is this method of making 
an isolated polypeptide, wherein said recombinant host cell is a eukaryotic cell and 
said polypeptide is a secreted portion of a human secreted protein comprising an 
amino acid sequence selected from the group consisting of: an amino acid sequence of 
SEQ ID NO: Y beginning with the residue at the position of the First Amino Acid of 
the Secreted Portion of SEQ ID NO:Y wherein Y is an integer set forth in Table 1 and 
said position of the First Amino Acid of the Secreted Portion of SEQ ID NO:Y is 
defined in Table 1 ; and an amino acid sequence of a secreted portion of a protein 
encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 
and contained in the deposit with the ATCC Deposit Number shown for said cDNA 
clone in Table 1 . The isolated polypeptide produced by this method is also preferred. 

Also preferred is a method of treatment of an individual in need of an 
increased level of a secreted protein activity, which method comprises administering 
to such an individual a pharmaceutical composition comprising an amount of an 
isolated polypeptide, polynucleotide, or antibody of the claimed invention effective to 
increase the level of said protein activity in said individual. 

The above-recited applications have uses in a wide variety of hosts Such 
hosts include, but are not limited to, human, murine, rabbit, goat, guinea pig, camel 
horse, mouse, rat, hamster, pig, micro-pig, chicken, goat, cow, sheep, dog, cat, non- 
human pnmate, and human. In specific embodiments, the host is a mouse, rabbit 
goat, gumea pig, chicken, rat, hamster, pig, sheep, dog or cat. In preferred 
embodiments, the host is a mammal. In most preferred embodiments, the host is a 
human. 
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In specific embodiments of the invention, for each "Contig DO" listed in the 
fourth column of Table 7, preferably excluded are one or more polynucleotides 
comprising, or alternatively consisting of, a nucleotide sequence referenced in the 
fifth column of Table 7 and described by the general formula of a-b, whereas a and b 
are uniquely determined for the corresponding SEQ ID NO:X referred to in column 3 
of Table 7. Further specific embodiments are directed to polynucleotide sequences 
excluding one, two, three, four, or more of the specific polynucleotide sequences 
referred to in the fifth column of Table 7. In no way is this listing meant to encompass 
all of the sequences which may be excluded by the general formula, it is just a 
representative example. All references available through these accessions are hereby 
incorporated by reference in their entirety. 



TABLE 7 



Gene 
No. 


cDNA Clone 
ID 


IN 1 

SEQ 
ID 

NO: 
X 


V'Ullilg JUL/ 


Public Accession Numbers 


1 


HBFMA07 


11 


1046507 


W69778, W69816, W80823, W80944, 
AA044828, AA976874, AI097164, AI421810, 
andAW085656. 


2 


HCRME12 


12 


1105716 


AI146524, AA526378, AI140865, AA625260, 
AI338865, W77983, AI379475, AA769848, 
AA011700, AA011592, W87327, AI151038, 
AA770290, H05471, W73939, AI990037, 
AW237800, N92434, N48997, AI287660, 
AA054960, N98475, AA569615, N66086, 
AA733126.N90098, W31317, AB54933, 
F09120, AW204209, AI198639, AI438944, 
AA569653, A1079939, AI040257, AA435762, 
AA812857, AI075268, AA182783, AI632537, 
AI224542, AI299608, AW074047, AA857033, 
AI242835, AI139977, AA861166, W95295, 
AA592953, R55444, N93102, Z41706, R54991, 
AA397939, AI207048, AT701766, AI914775, 
W86962, AI783686, AI971268, AW003580, 
N45719, W38540, C02513, AA342495, 
AA035293, AI699176, AI094054, R53739, 
R36271, H07022, AL121365, AA580663, 
AL036901, AI560099, AI630252, AL037454, 
AI670009, AI440263, A1002285, AI538055, 
AL040207, AI762739, AW300782, AW300889, 
AW059828, AL118781, AI961414, AI623941, 
AI627988, AI288285, AI978703, AW128841, 
AI670002, AI433157, AT702073, AI633125, 
AI698391, AI801325, A1254226, AL036274, 
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AI445025, AI567582, AL041772, AW020419 
AI859991, AI500061, AI815855, AW268122 ' 
AI797908, AI866770, AW161579, AL047042 
AI581033, AL121014, AA641818, AL048323 
AI569945, AA743354, AL048340, AI366900 ' 
AI572021,A1522052,AL120853,AI446538 ' 
AI538878, AL1 19748, AW167228, AI610690 
AL121328, AW1 69604, AI587121, AA572758 
AI678850, AJ866465, AL079799, AW192228 ' 
T99953,AL042745,AL040243,AL1 19863 ' 
AW152182, AI340519, AA908294, AW160916 

AW192652,AI434741,AI335426,AI348777 
AL041 150, AI702301, AI348854, AI138480 ' 
AI815232, AI242248, AA420722, AI471909' 
AL045774, AL079740, AJ923989, AW243886 
AI089782,AI499285,AI890507,AI690748 ' 
AK40674, AI818574, AI783530, AW020693 
AI918449, AI345612, AW163554, AW073865 
AWO51088, AI890907, A1281867, AI889376 
AI345347,A1915291,AI653979,AI538850 ' 
AL039086, AW130134, AI091468, AL038445 
AI345415, AW020095, AI582932, A1872423 ' 
AW162118, AL119791, AI521560, AI889189 
AI823719, AW151 136, AW150578, AI702527 
AI669459,AI536685,AC52274,AI280751 ' 
AL036403, AW238688, AL047100, AI457113 
AI673278,AI950729,W74529,AW105383 ' 
AI801 167, AL121270, AL043293, AL042400 

AA579618,H89138,AI718513,AI889147 ' 
AI583065, AI249877, AW022699, AW020710 
AB49957,AL037030,AL043975,AI279925 ' 
AF1 16909, Z98036, AL132985, AC004690 ' 
Z98744, AC007043, AL1 17583, 148978 
AL137459, AF1 13699, AC004057, 189947 
AL1221 10, X60786, AL1 10196, 148979 ' 
A08910, A08909, X65873, AL022165, Z72491 
AL050277, A08916, S61953, AF141289 
AL096751, X72889, X52128, AL110225, 
AR038854, AL1 17435, X70685, A08913 
S75997, AL137429, A08912, AL137479, 
AL137463, Y10655, AF079763, AL050149 
X06146, AL1 10171, AF113694, AL133558 
A08908,AF069506,U35846,AL133565, ' 
AL133560, AF146568, AL1 17649, AL0501 16 
AL137548,AL137480,AF1 11 112, 189931 ' 
AF036268, AL137478, AL137560, AL137529 
AL133075, AL096744, AF158248, AF137367' 
AL080124, 149625, AL080074, L19437 
Y16645, A76335, AF031147, AL133031 
U91329, AF090900, 100734, 189934 
AF1 13690, AR038969, E00617, E00717 
E00778, U88966, Al 8777, AL137705 
AF026124, AL122100, Y09972, AL137533 
AF016271,AL137488,Y07905,S78214 ' 
X988H E05822, AF097996, U95114 
AL049283, Yl 1254, API 1 1849, AL122045 
X99717, U68387, AF090896. X53587. A15345 
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HCRME12 



AL049382, AL1 17460, AF125948, E15569, 
AL1 17648, AL137283, AF087943, 103321, 
ATI 83393. andAL133557. 



HASMB80 



13 1138156 



i HASMB80 



1048961 



R54991, N45719, N93102, N98475, W77983, 
W86962, W95295, N90O98, AA035293, 
AA054960, AA182783, AA526378, AA592953, 
AA569615, AA569653, AA857033, AI075268, 
N48997, N66086, N92434, W31317, W38540, 
W73939, W87327, C02513, AA011592, 
AAO11700, AA055422, AA187760, AA397939, 
AA435762, AA733126, AA769848, AA770290, 
AA812857, AA861166, AJ079939, AI040257, 
A1094054, Z41706, F09120, F11459, AI146524, 
AI151038, AI299608, AI438944, A1139977, 
AI140865, AI198639, A1224542, AI242835, 
AI207048, AI287660, AI338865, A1632537, 
AI699176, AI701766, AI783686, AI914775, 
AI971268, AW003580, AI990037, AW074047, 

AW204209, andAW237800. 

AW366145, AW408116, AI401810, A1684725, 
AI378631, AI590855, AA446149, AA044378, 
AI922011, AI624385, AA437015, N93209, 
A1689130, AA714048, AW365573, AI633212, 
AA164809, AA457625, AI741531,N31845, 
AI921681, AA442844, AW407667, AI963805, 
N23944, AA164808, AD08828, AA954701, 
AI701317, AW338251, AA227217, AA508532, 
AL048954, AW189857, H03274, AA329665, 
Z32781, H12700, R78864, AA780882, T31498, 
AA887278, Z24930, AI370350, AI015125, 
H12701 T36185, T34943, AI635435, R37535, 
D61175, D19674, R79351, AW364905, 
AA3 19791, H03275, AA827099, AA602678, 
R31681,AI735179,AA522660,R31723, 
AW366456, AA296931, A18891 13, AW022248, 
AA918428, AW366514, AI039088, AA306185, 
R36687, AA129989, AI830961, AA744698, 
N56279, AA68821 1, AA044446, AI637551, 
AW150384, AW004925, AA557778, A1000939, 
AI814740, AA601545, AI686600, AA854446, 
AI554254, AI885509, AA429659, AW080591, 
W38993, AA129990, AA741289, AA535012, 
AI282608, AA587263, AF124819, A91337, 
AF1 16347. A78983, A78 984 r andD17237. 
K31681, R36687, R37535, R78864, K/9351, 
H03275, H03274, H12701, H12700, N23944, 
N31845.N93209, W69607, AA044446, 
AA044378, AA129989, AA164808, AA164809, 
AA227217, AA522660, AA557778, AA602678, 
AA604449, AA579908, AA714048, AA831367, 
AA887278, AA910221, AA936681, AA954701, 
N56279, AA437015, AA442844, AA446149, 
AA457625, AA780882, AI015125, AI039088, 
AI040432, Z24930, Z28655, Z32781, D19674, 
AI241206, AI370350, AI401810, A1624385, 
AI633212, AI590855, AI689130, AI701317, 
AI921681, AT92201 1. AW001 069. AW189857, 
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HBOEG11 



14 I 1121709" 



HBOEG11 
HBODE48 



1049830 
1164114 



andAW338251. ■ 

AI807970, AI081658, AA861514, AJ494148 " 
AW448950, AI973060, AI400318, AA385680 
AW028539,AA377456,F34025,AI472684 ' 
C01967, AW079432, AI783808, AA649296 
AI343030, AI334889, AW023871, AI336565 
AW243767, AW410046, AW151283, 
AL041230, AA836558, AL048644, AA769697 
AI799189, AI933926, AW074057, AW020619' 
AA768214, AI636650, AA806181, AW090539 
AI565932, AL120300, AW103523, AW129717 
AF083500,AF100780,AF074604,AF126063 ' 
AF100778,AF100781,AL137461,Y18680 ' 
AF125948,Z49258,AL049276,X76228 ' 
AL096728, AL1 17590, AL080I24, AL10967Z 
AF090900.AF1 13013, AR012379, A93914 
A83556,AF013249,J05032,AC005295 ' 
AF11 1851, AF108357, AL137558, Y10080 
AF167995.X15132, andX96540 ' 



HBODE48 



31 I 1135166 



AI081658, AA8615 14, AI472684, AI973060' 
[ AW028539. and AW448950. 
A W271 199, F26341, AW242844, AW196238 
F35765, AA94691 1, AI146436, AB004816 ' 
AC005728.AW590829. andAWfillssg ' 



HBODE48 
HBODE48 



32 | 1034596 



HCRNU76 



33 
"l6~ 



1046801 
1120155 



AW271 199, F26341, AW242844, AW19623F 
, F35765, AA94691 1, AI146436, AB004816 
AC005728,AW590829, andA WfilliWt ' 
AB0O4816. ~~ — — 1 



i C A ™99, AW242844, F26341, AW1962387 
F35765, AA94691 1, AI146436, AC005728 
AW590829. aadAWfiimsa ' 



HCRNU76 



HE8TY90 



17 I 1144319 



AW007599, AI479124, AI291 1 13, AI830809 - 
AI419855,AI623658,AI972576,AA595805 ' 
AA565205,AI867350,H44605,AA480207 ' 
^Jii 19 ' AA72m2 > AW167869, AA814535, 
AA282971, AA668888, AI784013, R49453 
AW401951 r AWl 18393 . and AWUOiii ' 

R49453,R49453,H44605,AA282971 
AA480207, AA565205, AA595805, AA668888 
AA731912,AA814535,AI291113,AI479124 ' 
AI623658,AI611819,AI784013,AI830809 ' 
AI972576, AW007599, AW1 18393, 
AW149441, andAW167869. 



HE8TY90 



35 



1137060 



AA778655, A1742490, AW271765, AI1281 14~ 
AA488996, AA620733, AW181897, AI962915 
AI804241,AI745267,AI338007,AI079299 ' 
AI005125, AI983637, AA233988, AI078560 
AI631061, AI517746, AA448806, AI804054 
AA620703, AD50750, AI860061, AI16761 1' 
AI221902, AA808265, AA620856, AA488780 

AI826418,AA904948,AA736766,AI015774 ' 
AI083520, AW274723, AA897706, D79789 
D801 17, AA766687, AI570720, AA236031 ' 
AA828100.AA828115, andDXOlls 



AA778655, AI742490, AW271765, AI1281 14~ 
I AA488996. AA620733. AW181897, A19629is' 
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— ■ r LT^Aotn Aiaagnm AT079299! 








36 


AJ 
A] 
1 A 
1 A 
A 
A 
A 
E 
\A 

u 

1034646 


,««c.c atooi«'7 aa?W)88 AI078560, 
[005125, AI983637, AAZ-J^ao, lw ''° J ' 

[631061, AI537746, AA448806, A1804054, 
A620703 AI350750,AI860061,A1167611, 
1221902, AA808265, AA620856, AA488780, 
1826418, AA904948, AA736766, AI015774, 
1083520, D801 18, AW274723, AA897706, 
•79789 D80117,AA766687,AI570720, 
^236031, AA828100, AA8281 15, and 
.W594634. . 




7 I 
7 I 


IE8TY90 
IE8TY90 

HGCNC48 


37 
18 


1045656 

i 

1 i 
I i 
1 

1094388 


AA778655, A1742490, AW271765, AI128114, 

^488996, AA620733, AW181897, AI962915, 

..ofti*^ MiA^ofn AT138007. AI079299, 
M804241, A174DZO/, aw:ouv/, ru. v » 

M005125,AI983637,AA233988,AI078560, 
M631061 AA448806, AI537746, AI804054, 
AA620703, A1350750, AI860061, A1167611, 

AI826418, AA904948, AA736766 AI015774, 
AI083520.AW274723, AA897706 D79789, 

D80117, AA766687, AI570720, AA236031, 

ftA8?ffl nn, AARM115. andAW594634. 

AC003998. 




8 
8 
9 


HGCNC48 _ 
HBODQ16 

• 


38 1 
19 f 


1034724 
1087346 


AC003998. 

"AW071417, AW083573, A1648502, 
AW088899,AW163834,AW022682, 
AI345347, AI564259, A1812015, AI334445, 
AI889147, AI520809, AI924686, A1572418, 
AW268122, AI802833, AL036638, AI633419, 
1 AI537677, AI802240, AI859464, AI923989, 
AI699011.AW196105, AI567351 N80094, 
AI335426, AI348777, AI538342, AI857296, 
AW079572, AL1 19791, A1571868, AI611348, 
AW38445, AW089179, AI648663, AI933785, 
AT683492, AB65256, AI366992, AI889953 
AW167918, AI862144, AI929108, AI678357, 
AI468872, AW083750, AI955866, AI537941, 
AI932638, AW132001, A1358701, AI886181, 
AW301409VAL121286, AI539028, AW160916, 
AU20853/AW302992, AI689420 AI620639, 
AK82651.AI371228, AI349957, AI87426\ 
A1567582 AW149221, AD45677, AD40627, 

M689248 AI921176, AI273839, AW020693, 
A1697324, M829327, AD08032, A1288305 

AL040243 AI873644, AI344785, AA833760, 
AI610645, AI432040, AW073697, AB40582, 

JESS, AI343059, AT^Agj** 
W33163, AW151847 .^4993^^ 
AI950664, AW103371, AI280661 > AW075413, 
AD45608, AI570781, AW36945 AI624548, 

AI500077 AI340603, AI537617, AI499986 
AD51434 AW151785.AI274728.A1826225, 
A^ri785 AW054931,Ar783792 AI439717, 
AI922901, AI335338, AI433384, A1866573, 
So5 AI174394.AW15246! [, AI784252 
AI866798, AW074993, AI349614, AM31424 
J^SVMm^OSe. AI86883 1, AW073994, 
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F3j-o4,Aiy22707,AW193134 AI34311? 

^ 9 , 8 i ),AI5693<)9 - AW169604 .AI608676 
iSiSS AW268253 ' AW081255, AI5676lI 
AW301300, AI828731, AI349598, AI873704 
AL041 150, A1890806, AI499285, AI55482 1 
AL036664, AW075207, AI349256^AC45471 
AW088J34, AI589267, AI269862;a^ 215 2 
AW269097, AI539153, AI955906 AE49962 
AB45735, AW303075 AI6968^ A^S 
AW150457.AI587606 AI8118 1 AdS 7 ' 
AW088903, AW151714, AW129*0 ' 
AW089572, AI307543, AB34884, AI687295 
^1205, A1307210, AI307708, AW38864 
AI500659, A1312325, AI288285 AL036631 
AL040241, AI313320, AI336495 J^owk 
f« 2 n 8 ! 5 ' AI539771, ^86660^52? 
i^tt' MU5237 > AA225339, AI431909 
AW151138, AW268302, ALU0306, AI802542 
AB 2146, AW168693, AI699865, aS5s39 
AI888944, AW072719, AB45258 AI889168 

iiSS?" AW1313 °8> AW148320, Al3li604 
AA640779, AI270183, AI608936, AB36575 

AI250663, AI872184.AI334450 AI539632 
AI349955, AA427700, M6mi4momi 

A1564749,AI679990;AI56958r'AM70651 
An991 95 ,AI869367:AI627988;S2' 
AI963062, AB49645, AI874 1 66 AI610362 

AW074869,AI554245,AI498579 M494201 
AI670009, AI497733, ABOMSrS ' 
AB019565, AL117460, 189947, AL117435 
U96683, S61953, B3392, AFO^J ' 
AF057299,AL137557,X72889 AL1 17583 
A12297, 148978, AL133104, mm] ' 
AL122121,AL122098,AF113013 E00617 
E00717, E00778, A08916, AL0502t7 ' 
AR059958, A08913, AL122U0, AF1 13694 
189931 A08910, 149625, A0890^, AF061573 
AF113689,AL133606,AF008439 AL133067 

A93016, AL050393, AL1 17432 X63574 

AP119337,AL137459,AFlSo3S7728 
AL1 1022 1, AL096744, AF078844 AL137526 
A65341, 148979, AL049382, 27249^155® 
AL1 17585, AL080127, AL117457 AF11367fi 
AL1 37463, X93495, AL080074, SSS ' 
AL049430,AF090934,AL137271 AL133014 
AF0W01,U72620,AP1136^;i4^ 
AW49464, AL122123, U00763, AF11185], 

A fJS172,AF017152,AF026124,AL133075 
AL133016, AF125948, AF158248 S68736 
ALJ331 13, U49908, AR01 1880, J*W 
^ S X70685, AJ242859, L31396 ' 
AL050108, AL1 10225, U80742, AL1 17394 
AL050138, AL133565, L31397 A08912 
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HBODQH 39 1034593 abuwsZi 

imvv^ 1 — 1 — ....... IwvVMy7a 



X98834 AL080137,U67958,E02349, S78214, 
I AF125949 AF026816, 126207, AL080060, 
AF003737.X82434, 103321, AL049452, 
AL050024, AF1 18070, AL122050, AR000496, 
U39656, Z82022, AL080124, U42766, A03736, 
AJ012755, AF091084, A90832, AF097996, 
Y11254, X62580, AJ238278, AF113691, 
AL133557, Y14314, AL122093, U35846, 
i U91329, X96540, AF061943, AL1 10280, 
AF1 13019, E04233, AJ000937, A77033, 
A77035, AL049314, M30514, AL137648, 
E07108, AL050146, AL133568, AL133072, 
AF087943, AL133560, AF185576, AF090896, 
AF079765, AL137556, Y16645, AL133558, 
1 Yl 1587, AL1 10196, AF183393, AL137538, 
I AL137527,AU049466,AL122049,AF1 18064, 
AL133098, AF162270, A93350, AF177401, 
AF1 1 1 1 12, 109360, AL133093, AL133080, 
AL080159, AF113699, AL137560, AL137523, 
AL133640, AF153205, X84990, AF090900, 
! AF090903, U68387, AL133077, AF146568, 
AL137521, AF106862, E08263, E08264, 
E07361, AL1 10197, AF079763, AR019470, 
I A07647,AR038854,AL137273,AL137476, 
AR038969, AL049300, AL049938, U58996 
A45787 130117, Y09972, ALII 7440, E03349, 
I AL049283,AL133081,X92070,AF081197, 
X87582, AL1 17649, AF106827, AF1 1 1849, 
E08631,U78525,AJ006417,AL080086, 
AL137283, AF210052, AL137480, E12747, 
I AF067790, AC002467, E05822, AF051325, 
109499, AL137533, Y07905, AL050092, 
Y10080, AF126247, X53587, D83032, 
AR013797, E06743, AL133645, and 
i AL137658 



10 



HE8Q053 



20 I 1164865 I AI920978,AW173159,AW187998, 
20 1 " AA056538,AI248500,AI743488,A1633579, 
AI630916, AA280082, AI799082, AI217966, 
A1625533, AA417736, AI187048, AA417735, 
N36779, AI421447, A1239633, AA872805, 
N39909, AI379923, AA977049, AI806145, 
AI559104, AI242444, AI0391 12, N26134 
AA420658, AI247779, AA207114, AA001636, 
i AI018134,AA281331,AI220989,AI200124 
W01 144, AA127174, AA470528, AA923105, 
AA643762, N42501, AA516130, AI032759, 
AA234064, AA912691, N41582, N72098 
AA204713, AI220912, AI215107, AA234455 
H06164, AA128214, N45940, Z44999, N27164, 
T32566, AW391015, AI249346, H89570, 
AW135675, H13391, H06055, AA470977, 
AI263771, AI401396, C21393, R96977, 

AW149222, Z45294, AI699310, Z40999, 
AA056643,AA631682,N29810,Z40731, 
i R96921, AI925627, D62566, A1954399, 
A A420698. All SOOuj A API 5907. AA195030, 
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12 



12 



HE8QQ53 



40 



1046011 



HSUA81 



41 



13 



HSLIA81 
HSLIA81 



HE8TB68 



23 



1178308 



1132133 
1046699 



1046023 



AW401399.N20168, andACOOfii^T" 



HU6055, H06164, H13391, R96977, H89570 " 

N39909,N41582,N42501,N45940 W01144 
AA001636, AA056538, AA056643 AA128214 
AA127174, AA195030, AA234455 AA4 17735 
AA417736, AA280082, AA281331,' AA420658 
^S^^AASienO M631682! 
AA872805,AA923105,AA977049,N72098 
C21393, AA2071 14, AA204713, AA643762' 
M234064, AA912691, AI018134, A1032759 
AI039112,Z40731,Z40999,Z44999 Z45294 
AE49346,AI559104,A1421447,Ali50014 
AI625533, AI630916, AI187048, AI200124' 
^5107^17966, AI220912, AI220989 

1522?* AU424A4 ' AI24m9 ' ^8500 
AI263771, AI920978, AI925627, AI954399 

AW135675.AW1 49222. andAW Siami ' 
_M78585. ~ : 

AL045815,AA428157,A1261937 AA706574 
AW081384, AI220543, Al^ MSm' 
N64553, AA429580, AI685008, AI139233 ' 
AA195082, AI827622, AI541406, AI141631 
AA670394, AA432120, AW005995, N23747 
AA858076, W45130, AA071505, AW028675 
AW072985, AA082327, N32452, AI718692 
AA324738,AI245801,H00745,W45089 ' 
T98831, AA706585, AA340374, AI382354 
AA291549, N91946, AA394160, AA323058 
T99135.W24276. andAA411720 
AA428157, A1261937, AA706574 
AW081384, AI220543, N64553, All 26968, 
AI541406, AI934478, AA429580, AI685008 
AI139233,AL045815,AI827622,N23747 ' 
AI141631, AA670394, AA071505, AA082327 
AA432120 » AW005995, AA858076, ' 
AW028675,AW072985,AA324738 AI718692 
AI245801, H00745, W450^TO8831 ^ 
AA340374, AA706585, AI382354, AA291549 
^46^AA394160,AA323058,1D9135, and 

AA195082. N3 2452. AL04581S » n * w^o 7ff 
T9&W1, 1 99135, H00745, N23747, N32452 
N64553, N91946, W24276, W45089, W45130 
AA071505, AA082327, AA195082, AA428157 
AA429580, AA858076, AA291549, AA394160 
AA41 1729, AA670394, AA432120, AA706574 
^l^\ S ' AS2 ^^m7,Ml26968, ' 
AI139233, AI141631, AI220543, AI685008, 
AI934478, AW005995, AW081384 
AW028675. andAW072985 



T65579, H08834, AA134102, AA130204 

lUSSS' f^ 931468 ' AA443176, AA478834, 
AA625943, AA677697, AI049944, AI079760 
D20296, F09603, AI278784, AI298249 

AD44409. AI140862.AI183549 Arsons 
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A1223869, A1637917, AI276288, A1685594, 
AI686253, AI700647, AI829528, ABO1780, 
A1802095, A1805795, AI949154, AW090324, 
AW131666, AW196893, AW204263, 
AW205023 ) AW235581,AW341198, and 

AW513768. 



"14 IHWLNF33 



24 1145593 



"14 I HWLNF33 



15 nHE 8 Q v67 



25 1050076 



AI767291, A1632716, AI949259, A1915848, 
A1032292, A1912452, AA917589, AA215333, 
AA836014, AA769179, AA804418, AI498700, 
W31729, A1828579, AI560646, AA258838, 
H46065, AL121467, W04634, AA508810, 
AI522162, H45996, AA291259, AW204792, 
A1865932, H50258, AA340774, AA766348, 
AA553890, AA354506, AA377186, H50224, 
AA376786, AI261694, AA826627, AA262573, 
D19948, AI951536, AW059541, AW059921, 
AC008040 J Md_AJ249248^______ 

H46065, H50258, W04634, W31X», 
AA215333, AA258838, AA262573, AA291259, 
AA766348, AA769179, AA804418, AA826627, 
AA836014, AA917589, AI032292, AI498700, 
AI632716, AI767291, AI912452, AI915848, 
A1949259, AI9S 1 536. and AW204792. 



T5 | HE8QV67 



T81236, H44738, H72154, H72162, W81613, 
AA235005, AA236263, AA535135, AA760993, 
AA875884, AA096082, AA398623, AA401477, 
AA401608, AI033218, AI085191, F13762 
AB01810, A1288465, AI291989, AI611828, 

ATOT7 (U9. AI983491. andAW449174. 

AI361796, AI634494, AW4014 15, A1199786, 
AA742437 AI669796, AA063366, AI750470, 
AW004941, AI871167, AI540336, AA641240, 
AI218558, AI083642, AI435447, AW000866, 
N58967, AA136332, AA805715, AI750471, 
AA868416, AW249910, AA648375, 
AA070405, AA731211, AA844218, AA725610, 
AI299157, AA670304, AA709453, AA283820, 
AA970204, R49561, AW249690, AI928576, 
AI017819, AI571553, AI493322, W96071, 
AA621993, T09191, AI081826, T92727, 
AI917238, N99124, T70282, AW104863 
AA356628, W81566, T08002, AA890368, 
T03334, AI445295, AW166060, H72067, 
A1359915, AI500601, AA736679, AA136418, 
R13905, AW079503, AA84421 1, AA725212, 
T91829, AA310663, T08003, AA284222, 
A1301810, AA721731, AI2O0943, H43667 
T34475 W96196,N57909,AI419052,T32074, 
AI672790, T81071, R60516, AA995997, 
AI581665, AI208088, AA223393, T92806 
W81613, R44088, R30891, R19017, R30822, 
T35798,AA875884,D80992,AA446567, 
AA461304, AI077535, AK91831 AA355520 
AI453195, AA378332, AA236263, AA535135, 
AW080583, AI291989, AI288465, AA401477, 
AD78612 AA235005,AW449174,AA336529, 

AT357261.T167? * AW)33218 r AI445223, 



WO 01/55430 

PCT/USOJ/01431 

277 
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26 1161285 



AW074198, T32218, AA988970, AW403921 
AA330722, AA760993, AI085191, AA398623 
AA096082,T81236,AB51030,AA401608 ' 
AK83491, AA393274, F13762, AA428987 
AW151622,AI400847,AI799907 R37736 
AI597679, AA633600, H44738, AI885091 ' 
AA707288, H72154, AI825339, AI937049' 
T81023, H72162, AA490386, AA4291 19 ' 
AMI 1828, AA309678, AA354609, AA063365 
AI160361,H08944,AI525556,AI557082 ' 
AI541205, AI557238, AI535660, AI541321 
AI525500, AI557533, AA058620, H65400, 
AI540903, AI557258, AI557602, AI557241 
AI557731, AI525666, AI525856, AI557317 
AI541154,AI525656,U59629,AP009368 ' 
^W6 5 2 9 773 A 0 82593, ARQ 5007 ° > AW571509 -' md 
AL044489, AL042906, AI986165, AL044340 
AL042905, AI054414,AL135377,AL037632 ' 
AA126635, AI749213, AI174707, AW085790 

AI336842,AI811285,AI962030,AA847499 ' 
AL044339, AI143051, AI755214, AW269504 
T74524, AA7141 10, AA410788, AI754105 ' 
AW089861, AA488903, AA081138 
AW157180, AL079734, AI733856, AL038799 
AW237905, AI366555, AA904211, AA515728 
AE91309, AI436433, AW243793, AL1 19331, 
AI859438,AI523316,H07953,AA177013 
AA604645, AW270385, AI457389, AA832145 
AI754567, AA825827, AA630854, AA019973 ' 

AI826761, AA013168, AW275432, AW102811 
H73550, AI573198, AA602906, AC55007 
AW303142, AW304580, AI049709, AL036665 
AI114557, AI499954, AI380617, AI802087 ' 
AA487475, AI802804, AI251576, AI683131 
AI801505, AI693979, AA579152, AI63544o' 
A ™»H AW188427, AA525807, AI284126, 
AW238712,H68343,AW188742,AC004851 
API II 1 168, AC005529, AC00601 1, AC005067 
AC004223, AC005015, AC004876, AC00705i 
AC004883, AC007151, AC003101, AL031597 
AL133163, AC004832, AC005088, AL020997' 
AL049653,U91322,AC005089,AL133448 ' 
AOW4000, AC004815, AO004659, AC006023 
286090, AL022323,AC005821,AC005520 
AL031587, AC002314, AC004890, AC006057 
AC005921,AF196969,Z85987,AC002316 ' 
AL031311,AC004491,Z83844,AL109627 
A^f 84 ' AC005102 > AC005694, AC006530, 
AC005057, AC002352, AF030453, AL034420 
AC004983,AL022320,AC002425,Z93023 ' 
AL139054, AL121603, AC005081, AL031662 

AO00621 1, U95740, Z98742, AL022336 
L78810, U91323, AC004813, AC005399 
AC007216, AL031427, AC005519, AB026898 

AF045555,U91321,AC006001,AL109984 ' 
AC003065, AC002477, Z93930. AffflKisn 
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AL035422, AL031848, AC002115, AC002301, 
AC006121, AC006480, AC004019, AC005033, 
AC007845, AP000689, AL050307, AP000692, 
AL078638, ACO04882, AC004033, AC004383, 
AF024533, AC004973, AC006312, AC006165, 
U47924, AC005225, AC005837, AP000512, 
AC006241, AC007388, AL022316, AC005527, 
AF067844, AC004782, AC007546, AC005207, 
AC006538,L44140,AC005231 ( AC005531, 
AF001552, AL022326, AC007917, AC000353, 
AB001523, AC005500, AP000050, AL033527, 
AC005920, AC007227, AP000356, Z98946, 
AC002302, AC005071, AF053356, AL050318, 
AL022163, AC007842, AL109798, AL035249, 
U52112, AL049757, AP001053, AL096701, 
Z83847, Z95114, AC005746, AL109952 
AC004905, AL031733, AL049766, U85195 
AF038458, AL035086, AP000U7, AC002563, 
AL1 17258, AC002996, AC007664, AL024507, 
AC005261, AC007182, Z85996, AC006080, 
AU034548, AC005189, AC000134, Z97054 
AC004552, AL031291, AC005971, AL049872 
AC008012, AC005899, AC004263, AC016026, 
AC006130, AC005695, A1XJ31281, AC007298, 
AC003108, AC007308, AC005933, AC002310, 
AL096678, AC005377, AL031680, AB023051, 
AC007731, AL049569, AL021707, AL031588, 
AC016025, AC004990, AE000658, Y10196, 
AC007637, AC005829, AC006544, M89651, 
Z83840, AC004408, AC016830, AC005620, 
AC005952, AC004966, AC004841, AF134726, 
AC005736, AC005049, AC004955, AC002375, 
AC004985, AL109628, AC010206, Z84480, 
AC006512, Z83826, AL022476, Z98304 
AF064861, AC004963, AC0023 12, AF207550, 
AC005874, AF134471, AC005318, AL034423, 
Z93241,AL024498,Z97056,AC002350, 
AC005280, AL034379, AC002492, AF001550, 
AL034429, AC006449, AF001548, Z94056, 
AC006254, U91326, AC004448, AB023048, 
U95742, AL049795, AC006013, AC005409, 
AC002544, AL008718, AC007666, Z980M, 
AC005548, AP000133, AF108083, AC004655, 
andAC005632. 



16 



16 



HCHPU32 



46 I 1034597 



AI336842, AI81 1285, W89152, AA678404, 
AC0O4851, AC002301, AC005005, AC007229, 
AC016026,Y10196,AL031672, and 

■^689532^ AC004851, AC004966, auawhm, 
AC005625, AC005529, AF205588, A1X)20997, 
AC004491, AP000466, AL136295, AJ251973, 
AL034419, AC004967, AC002389, AL109758, 
AC004659, AF134726, AC002425, AC002299, 
AC004231, AC000353, AL031427, AL1 17337, 
AC006538, AC005841, AC005952, AC004963, 
AC004019, AL022336, AC007685, AC004703, 
AF196969. ACOO ^^i AfMOOOM. AC005088, 
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17 

• 

17 


HAPSQ21 
HAPSQ21 


27 
48 


1034631 
1049839 


andAC006946. " " ] 

T54068, AA359075, Rl 1458, AI792425 
W19120,Z25401,R18105,AR016588 ' 
AF098484, AF200345, AF090386, A70198 
A70213, AF098485, AF200344, AF090387 

f™!*' Am ° 8 ' A7 ° 207 ' A70206 > A70205, 
A70210, A70202, A70204, A70200, A70201 
A70203, andA7019Q 


AI129970, AW025398, A1924523, AI679000 
AI763426, AW268846, AI760722, AI806766 ' 
AI191525,AI221418,AI568939,AI382062 ' 
AA744560, AI523866, AI832066, AI2 18262 

iSJIS AI732751 ' AM69 ^. AW183525, 
AI734145, AW169990, AA651 895, AI147572 

^n!! 8 *^ 642140 ' ^63960, AA648499, 
AI141016, AA486087, W19120, A1808932 
AI094586, AA828295, AW444801, AI056559, 

AI056557 ) AA972068,N45144,AA946631 
AA648280, AI217799, N79802, AA830508 
AA279744, AI369218, D30983, AA953132* 
AA203626, AA804495, AI245364, AA865691 
AI807188, AA970454, AA894808, AF098484 ' 
AF090386.AF200345.AR016588 AF098485' 
AF200344, A70198, AF090387, A70213 
A70212.A70209.A70210- andA7n?m > 




HAPSQ21 


49 


1036793 


AA359075, T54068, Rl 1458, AI792425 
R18105, AR016588, AF200345, AF090386 
AF098484,A70198,A70213,AF090387 ' 
AF200344, AF098485, A70212, A70208,' 
A70207, A70202, A70204, A70206, A70205 
A70203, A70210, A70199. and Aimi* ' 
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Having generally described the invention, the same will be more readily 
understood by reference to the following examples, which are provided by way of 
illustration and are not intended as limiting. 

5 

Examples 

Example 1: Isolation of a Selected cDNA Clone From the D eposited Sample 

Each cDNA clone in a cited ATCC deposit is contained in a plasmid vector. 

10 Table 1 identifies the vectors used to construct the cDNA library from which each 
clone was isolated. In many cases, the vector used to construct the library is a phage 
vector .from which a plasmid has been excised. The table immediately below 
correlates the related plasmid for each phage vector used in constructing the cDNA 
library. For example, where a particular clone is identified in Table 1 as being 

1 5 isolated in the vector "Lambda Zap," the corresponding deposited clone is in 
"pBluescript." 

Vector Used to Construct Library Correspondin g Deposited Plasmid 
Lambda Zap pBluescript (pBS) 

Uni-Zap XR pBluescript (pBS) 

20 Zap Express pBK 

lafrnidBA plafrnidBA 
pSportl pSportl 
pCMVSport2.0 pCMVSport2.0 
pCMVSport3.0 P CMVSport3.0 

25 pCR®2.1 pCR®2.1 

Vectors Lambda Zap (U.S. Patent Nos. 5,128,256 and 5,286,636), Uni-Zap 
XR(U.S. Patent Nos. 5,128, 256 and 5,286,636), Zap Express (U.S. Patent Nos. 
5,128,256 and 5,286,636), pBluescript (pBS) (Short, J. M. et al., Nucleic Acids Res. 
30 16:7583-7600 (1988); Alting-Mees, M. A. and Short, J. M., Nucleic Acids Res. 

17:9494 (1989)) and pBK (Alting-Mees, M. A. et al., Strategies 5:58-61 (1992)) are 
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commercially available from Stratagene Cloning Systems, Inc., 11011 N. Torrey 
Pines Road, La Jolla, CA, 92037. pBS contains an ampicillin resistance gene and 
pBK contains a neomycin resistance gene. Both can be transformed into E. coli strain 
XL-1 Blue, also available from Stratagene. pBS comes in 4 forms SK+, SK-, KS+ 
and KS. The S and K refers to the orientation of the polylinker to the T7 and T3 
primer sequences which flank the polylinker region ("S" is for Sad and "K" is for 
Kpnl which are the first sites on each respective end of the linker). "+" or n - n refer to 
the orientation of the fl origin of replication ("ori"), such that in one orientation, 
single stranded rescue initiated from the fl ori generates sense strand DNA and in the 
other, antisense. 

Vectors pSportl, pCMVSport 2.0 and pCMVSport 3.0, were obtained from 
Life Technologies, Inc., P. O. Box 6009, Gaithersburg, MD 20897. All Sport vectors 
contain an ampicillin resistance gene and may be transformed into E. coli strain 
DH10B, also available from Life Technologies. (See, for instance, Gruber, C. E., et 
al. Focus 15:59 (1993).) Vector lafrnid BA (Bento Soares, Columbia University, 
NY) contains an ampicillin resistance gene and can be transformed into E. coli strain 
XL-1 Blue. Vector pCR®2.1, which is available from Invitrogen, 1600 Faraday 
Avenue, Carlsbad, CA 92008, contains an ampicillin resistance gene and may be 
transformed into E. coli strain DH10B, available from Life Technologies. (See, for 
instance, Clark, J. M., Nuc. Acids Res. 16:9677-9686 (1988) and Mead, D. et al, 
Bio/Technology 9: (1991).) Preferably, a polynucleotide of the present invention 
does not comprise the phage vector sequences identified for the particular clone in 
Table 1, as well as the corresponding plasmid vector sequences designated above. 

The deposited material in the sample assigned the ATCC Deposit Number 
cited in Table 1 for any given cDNA clone also may contain one or more additional 
plasmids, each comprising a cDNA clone different from that given clone. Thus, 
deposits sharing the same ATCC Deposit Number contain at least a plasmid for each 
cDNA clone identified in Table I . Typically, each ATCC deposit sample cited in 
Table 1 comprises a mixture of approximately equal amounts (by weight) of about 50 
plasmid DNAs, each containing a different cDNA clone; but such a deposit sample 
may include plasmids for more or less than 50 cDNA clones, up to about 500 cDNA 
clones. 
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Two approaches can be used to isolate a particular clone from the deposited 
sample of plasmid DNAs cited for.that clone in Table 1. First, a plasmid is directly 
isolated by screening the clones using a polynucleotide probe corresponding to SEQ 
IDNO:X. 

Particularly, a specific polynucleotide with 30-40 nucleotides is synthesized 
using an Applied Biosystems DNA synthesizer according to the sequence reported. 
The oligonucleotide is labeled, for instance, with 32 P-y-ATP using T4 polynucleotide 
kinase and purified according to routine methods. (E.g., Maniatis et al., Molecular 
Cloning: A Laboratory Manual, Cold Spring Harbor Press, Cold Spring, NY (1982).) 
The plasmid mixture is transformed into a suitable host, as indicated above (such as 
XL-1 Blue (Stratagene)) using techniques known to those of skill in the art, such as 
those provided by the vector supplier or in related publications or patents cited above. 
The transfonnants are plated on 1.5% agar plates (containing the appropriate selection 
agent, e.g., ampicillin) to a density of about 1 50 transfonnants (colonies) per plate. 
These plates are screened using Nylon membranes according to routine methods for 
bacterial colony screening (e.g., Sambrook et al., Molecular Cloning: A Laboratory 
Manual, 2nd Edit., (1989), Cold Spring Harbor Laboratory Press, pages 1.93 to 
1.104), or other techniques known to those of skill in the art. 

Alternatively, two primers of 17-20 nucleotides derived from both ends of the 
SEQ ID NO:X (i.e., within the region of SEQ ID NO:X bounded by the 5 ' NT and 
the 3 ' NT of the clone defined in Table 1) are synthesized and used to amplify the 
desired cDNA using the deposited cDNA plasmid as a template. The polymerase 
chain reaction is carried out under routine conditions, for instance, in 25 ul of reaction 
mixture with 0.5 ug of the above cDNA template. A convenient reaction mixture is 
1.5-5 mM MgCl 2 , 0.01% (w/v) gelatin, 20 uM each of dATP, dCTP, dGTP, dTTP, 25 
pmol of each primer and 0.25 Unit of Taq polymerase. Thirty five cycles of PCR 
(denaturation at 94 degree C for 1 min; annealing at 55 degree C for 1 min; elongation 
at 72 degree C for 1 min) are performed with a Perkin-Elmer Cetus automated 
thermal cycler. The amplified product is analyzed by agarose gel electrophoresis and 
the DNA band with expected molecular weight is excised and purified. The PCR 
product is verified to be the selected sequence by subcloning and sequencing the 
DNA product. 
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Several methods are available for the identification of the 5' or 3' non-coding 
portions of a gene which may not be present in the deposited clone. These methods 
include but are not limited to, filter probing, clone enrichment using specific probes, 
and protocols similar or identical to 5' and 3 ' "RACE" protocols which are well 
known in the art. For instance, a method similar to 5 ' RACE is available for 
generating the missing 5' end of a desired full-length transcript. (Fromont-Racine et 
al., Nucleic Acids Res. 21(7):1683-1684 (1993).) 

Briefly, a specific RNA oligonucleotide is ligated to the 5 ' ends of a 
population of RNA presumably containing full-length gene RNA transcripts. A 
primer set containing a primer specific to the ligated RNA oligonucleotide and a 
primer specific to a known sequence of the gene of interest is used to PCR amplify 
the 5' portion of the desired full-length gene. This amplified product may then be 
sequenced and used to generate the full length gene. 

This above method starts with total RNA isolated from the desired source, 
although poly-A+ RNA can be used. The RNA preparation can then be treated with 
phosphatase if necessary to eliminate 5' phosphate groups on degraded or damaged 
RNA which may interfere with the later RNA ligase step. The phosphatase should 
then be inactivated and the RNA treated with tobacco acid pyrophosphatase in order 
to remove the cap structure present at the 5' ends of messenger RNAs. This reaction 
leaves a 5 ' phosphate group at the 5 ' end of the cap cleaved RNA which can then be 
ligated to an RNA oligonucleotide using T4 RNA ligase. 

This modified RNA preparation is used as a template for first strand cDNA 
synthesis using a gene specific oligonucleotide. The first strand synthesis reaction is 
used as a template for PCR amplification of the desired 5 ' end using a primer specific 
to the ligated RNA oligonucleotide and a primer specific to the known sequence of 
the gene of interest. The resultant product is then sequenced and analyzed to confirm 
that the 5 ' end sequence belongs to the desired gene. 

Example 2; Isolation o f Genomic Clones Corresponding to a Polynucleotide 
A human genomic PI library (Genomic Systems, Inc.) is screened by PCR 
using primers selected for the cDNA sequence corresponding to SEQ ID NO:X., 
according to the method described in Example 1 . (See also, Sambrook.) 
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Example 3: Tissue Distribution of Polypeptide 

Tissue distribution ofmRNA expression of polynucleotides of the present 
invention is determined using protocols for Northern blot analysis, described by, 

5 among others, Sambrookret aL For example, a cDNA probe-produced by the method 
described in Example 1 is labeled with P 32 using the rediprime™ DNA labeling 
system (Amersham Life Science), according to manufacturer's instructions. After 
labeling, the probe is purified using CHROMA SPIN-100™ column (Clontech 
Laboratories, Inc.), according to manufacturer's protocol number PT1200-1. The 

10 purified labeled probe is then used to examine various human tissues for mRNA 
expression. 

Multiple Tissue Northern (MTN) blots containing various human tissues (H) 
or human immune system tissues (IM) (Clontech) are examined with the labeled 
probe using ExpressHyb™ hybridization solution (Clontech) according to 
15 manufacturer's protocol number PT1190-L Following hybridization and washing, the 
blots are mounted and exposed to film at -70 degree C overnight, and the films 
developed according to standard procedures. 

Example 4: Chromosomal Mapping of the Polynucleotides 

20 An oligonucleotide primer set is designed according to the sequence at the 5 ? 

endofSEQIDNO:X. This primer preferably spans about 100 nucleotides. This 
primer set is then used in a polymerase chain reaction under the following set of 
conditions : 30 seconds,95 degree C; 1 minute, 56 degree C; 1 minute, 70 degree C. 
This cycle is repeated 32 times followed by one 5 minute cycle at 70 degree C. 

25 Human, mouse, and hamster DNA is used as template in addition to a somatic cell 
hybrid panel containing individual chromosomes or chromosome fragments (Bios, 
Inc). The reactions is analyzed on either 8% polyacrylamide gels or 3.5 % agarose 
gels. Chromosome mapping is determined by the presence of an approximately 1 00 
bp PCR fragment in the particular somatic cell hybrid. 



30 
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Example 5; Bacterial Expression of a Polypep tide 

A polynucleotide encoding a polypeptide of the present invention is amplified 
using PCR oligonucleotide primers corresponding to the 5* and 3' ends of the DNA 
sequence, as outlined in Example 1, to synthesize insertion fragments. The primers 
used to amplify the cDNA insert should preferably contain restriction sites, such as 
BamHI and Xbal, at the 5' end of the primers in order to clone the amplified product 
into the expression vector. For example, BamHI and Xbal correspond to the 
restriction enzyme sites on the bacterial expression vector pQE-9. (Qiagen, Inc., 
Chatsworth, CA). This plasmid vector encodes antibiotic resistance (Amp*), a 
bacterial origin of replication (ori), an IPTG-regulatable promoter/operator (P/O), a 
ribosome binding site (RBS), a 6-bistidine tag (6-His), and restriction enzyme cloning 



The pQE-9 vector is digested with BamHI and Xbal and the amplified 
fragment is ligated into the pQE-9 vector mamtaining the reading fiame initiated at 
the bacterial RBS. The ligation mixture is then used to transform the E. coli strain 
M15/rep4 (Qiagen, Inc.) which contains multiple copies of the plasmid pREP4, which 
expresses the lacl repressor and also confers kanamycin resistance (Kan 1 )- 
Transformants are identified by their ability to grow on LB plates and 
ampicillin/kanamycin resistant colonies are selected. Plasmid DNA is isolated and 
confirmed by restriction analysis. 

Clones containing the desired constructs are grown overnight (O/N) in liquid 
culture in LB media supplemented with both Amp (100 ug/ml) and Kan (25 ug/ml). 
The O/N culture is used to inoculate a large culture at a ratio of 1 : 100 to 1 :250. The 
cells are grown to an optical density 600 (O.D. 600 ) of between 0.4 and 0.6. IPTG 
(Isopropyl-B-D-thiogalacto pyranoside) is then added to a final concentration of 1 
mM. IPTG induces by inactivating the lacl repressor, clearing the P/O leading to 
increased gene expression. 

Cells are grown for an extra 3 to 4 hours. Cells are then harvested by 
centrifugation (20 mins at 6000Xg). The cell pellet is solubilized in the chaotropic 
agent 6 Molar Guanidine HC1 by stirring for 3-4 hours at 4 degree C. The cell debris 
is removed by centrifugation, and the supernatant containing the polypeptide is loaded 
onto a nickel-nitrilo-tri-acetic acid ("Ni-NTA") affinity resin column (available from 
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QIAGEN, Inc., supra). Proteins with a 6 x His tag bind to the Ni-NTA resin with 
high affinity and can be purified in a simple one-step procedure (for details see: The 
QIAexpressionist (1995) QIAGEN, Inc., supra). 

Briefly, the supernatant is loaded onto the column in 6 M guanidine-HCl, pH 
8, the column is first washed with 10 volumes of 6 M guanidine-HCl, pH 8, then 
washed with 10 volumes of 6 M guanidine-HCl pH 6, and finally the polypeptide is 
eluted with 6 M guanidine-HCl, pH 5. 

The purified protein is then renatured by dialyzing it against phosphate- 
buffered saline (PBS) or 50 mM Na-acetate, pH 6 buffer plus 200 mM NaCl. 
Alternatively, the protein can be successfully refolded while immobilized on the Ni- 
NTA column. The recommended conditions are as follows: renature using a linear 
6M-1M urea gradient in 500 mM NaCl, 20% glycerol, 20 mM Tris/HCl pH 7.4, 
containing protease inhibitors. The renaturation should be performed over a period of 
1 .5 hours or more. After renaturation the proteins are eluted by the addition of 250 
mM immidazole. Immidazole is removed by a final dialyzing step against PBS or 50 
mM sodium acetate pH 6 buffer plus 200 mM NaCl. The purified protein is stored at 
4 degree C or frozen at -80 degree C. 

In addition to the above expression vector, the present invention further 
includes an expression vector comprising phage operator and promoter elements 
operatively linked to a polynucleotide of the present invention, called pHE4a. (ATCC 
Accession Number 209645, deposited on February 25, 1998.) This vector contains: 
1) a neomycinphosphotransferase gene as a selection marker, 2) an E. coli origin of 
replication, 3) a T5 phage promoter sequence, 4) two lac operator sequences, 5) a 
Shine-Delgaino sequence, and 6) the lactose operon repressor gene (laclq). The 
origin of replication (oriC) is derived from pUC19 (LTI, Gaithersburg, MD). The 
promoter sequence and operator sequences are made synthetically. 

DNA can be inserted into the pHEa by restricting the vector with Ndel and 
Xbal, BamHI, Xhol, or Asp71 8, running the restricted product on a gel, and isolating 
the larger fragment (the stuffer fragment should be about 3 1 0 base pairs). The DNA 
insert is generated according to the PCR protocol described in Example 1, using PCR 
primers having restriction sites for Ndel (5* primer) and Xbal, BamHI, Xhol, or 
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Asp718 (3' primer). The PCR insert is gel purified and restricted with compatible 
enzymes. The insert and vector are ligated according to standard protocols. 

The engineered vector could easily be substituted in the above protocol to 
express protein in a bacterial system. 

5 

Example 6: Purification of a Polypeptide from an Inclusion Body 

The following alternative method can be used to purify a polypeptide 
expressed in E coli when it is present in the form of inclusion bodies. Unless 
otherwise specified, all of the following steps are conducted at 4-10 degree C. 

10 Upon completion of the production phase of the E. coli fermentation, the cell 

culture is cooled to 4-10 degree C and the cells harvested by continuous 
centrifugation at 15,000 rpm (Heraeus Sepatech). On the basis of the expected yield 
of protein per unit weight of cell paste and the amount of purified protein required, an 
appropriate amount of cell paste, by weight, is suspended in a buffer solution 

1 5 containing 100 mM Tris, 50 mM EDTA, pH 7.4. The cells are dispersed to a 
homogeneous suspension using a high shear mixer. 

The cells are then lysed by passing the solution through a microflmdizer 
(Microfuidics, Corp. or APV Gaulin, Inc.) twice at 4000-6000 psi. The homogenate 
is then mixed with NaCl solution to a final concentration of 0.5 M NaCl, followed by 

20 centrifugation at 7000 xg for 15 min. The resultant pellet is washed again using 0.5M 
NaCl, 100 mM Tris, 50 mM EDTA, pH 7.4. 

The resulting washed inclusion bodies are solubilized with 1.5 M guanidine 
hydrochloride (GuHCl) for 2-4 hours. After 7000 xg centrifugation for 15 min., the 
pellet is discarded and the polypeptide containing supernatant is incubated at 4 degree 

25 C overnight to allow further GuHCl extraction. 

Following high speed centrifugation (30,000 xg) to remove insoluble particles, 
the GuHCl solubilized protein is refolded by quickly mixing the GuHCl extract with 
20 volumes of buffer containing 50 mM sodium, pH 4.5, 150 mM NaCl, 2 mM EDTA 
by vigorous stirring. The refolded diluted protein solution is kept at 4 degree C 

30 without mixing for 1 2 hours prior to further purification steps. 

To clarify the refolded polypeptide solution, a previously prepared tangential 
filtration unit equipped with 0. 1 6 um membrane filter with appropriate surface area 
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(e.g., Filtron), equilibrated with 40 mM sodium acetate, pH 6.0 is employed. The 
filtered sample is loaded onto a cation exchange resin (e.g., Poros HS-50, Perseptive 
Biosystems). The column is washed with 40 mM sodium acetate, pH 6.0 and eluted 
with 250 mM, 500 mM, 1000 mM, and 1500 mM NaCl in the same buffer, in a 
stepwise manner. The absorbance at 280 nm of the effluent is continuously 
monitored. Fractions are collected and further analyzed by SDS-PAGE. 

Fractions containing the polypeptide are then pooled and mixed with 4 
volumes of water. The diluted sample is then loaded onto a previously prepared set of 
tandem columns of strong anion (Poros HQ-50, Perseptive Biosystems) and weak 
anion (Poros CM-20, Perseptive Biosystems) exchange resins. The columns are 
equilibrated with 40 mM sodium acetate, pH 6.0. Both columns are washed with 40 
mM sodium acetate, pH 6.0, 200 mM NaCL The CM-20 column is then eluted using 
a 10 column volume linear gradient ranging from 0.2 M NaCl, 50 mM sodium 
acetate, pH 6.0 to 1 .0 M NaCl, 50 mM sodium acetate, pH 6.5. Fractions are 
collected under constant A 2 so monitoring of the effluent. Fractions containing the 
polypeptide (determined, for instance, by 16% SDS-PAGE) are then pooled. 

The resultant polypeptide should exhibit greater than 95% purity after the 
above refolding and purification steps. No major contaminant bands should be 
observed from Commassie blue stained 16% SDS-PAGE gel when 5 ug of purified 
protein is loaded. The purified protein can also be tested for endotoxin/LPS 
contamination, and typically the LPS content is less than 0.1 ng/ml according to LAL 
assays. 

Example 7: Cloning and Expression of a Polypeptide in a Baculovirus 
Expression System 

In this example, the plasmid shuttle vector pA2 is used to insert a 
polynucleotide into a baculovirus to express a polypeptide. This expression vector 
contains the strong polyhedrin promoter of \h& Autographa calif ornica nuclear 
polyhedrosis virus (AcMNPV) followed by convenient restriction sites such as 
BamHI, Xba I and Asp718. The polyadenylation site of the simian virus 40 ("SV40") 
is used for efficient polyadenylation. For easy selection of recombinant virus, the 
plasmid contains the beta-galactosidase gene from E. coli under control of a weak 
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Drosophila promoter in the same orientation, followed by the polyadenylation signal 
of the polyhedrin gene. The inserted genes are flanked on both sides by viral 
sequences for cell-mediated homologous recombination with wild-type viral DNA to 
generate a viable virus that express the cloned polynucleotide. 

Many other baculovirus vectors can be used in place of the vector above, such 
as pAc373, pVL941, and pAcIMl, as one skilled in the art would readily appreciate, 
as long as the construct provides appropriately located signals for transcription, 
translation, secretion and the like, including a signal peptide and an in-frame AUG as 
required. Such vectors are described, for instance, in Luckow et al., Virology 170:31- 
39 (1989). 

Specifically, the cDNA sequence contained in the deposited clone, including 
the AUG initiation codon and the naturally associated leader sequence identified in 
Table 1, is amplified using the PCR protocol described in Example 1 . If the naturally 
occurring signal sequence is used to produce the secreted protein, the pA2 vector does 
not need a second signal peptide. Alternatively, the vector can be modified (pA2GP) 
to include a baculovirus leader sequence, using the standard methods described in 
Summers et al., "A Manual of Methods for Baculovirus Vectors and Insect Cell 
Culture Procedures," Texas Agricultural Experimental Station Bulletin No. 1555 
(1987). 

The amplified fragment is isolated from a 1% agarose gel using a 
commercially available kit ("Geneclean," BIO 101 Inc., La Jolla, Ca.). The fragment 
then is digested with appropriate restriction enzymes and again purified on a 1% 
agarose gel. 

The plasmid is digested with the corresponding restriction enzymes and 
optionally, can be dephosphorylated using calf intestinal phosphatase, using routine 
procedures known in the art The DNA is then isolated from a 1% agarose gel using a 
commercially available kit ("Geneclean" BIO 101 Inc., La Jolla, Ca.). 

The fragment and the dephosphorylated plasmid are ligated together with T4 
DNA ligase. R coli HB101 or other suitable E. coli hosts such as XL-1 Blue 
(Stratagene Cloning Systems, La Jolla, CA) cells are transformed with the ligation 
mixture and spread on culture plates. Bacteria containing the plasmid are identified 
by digesting DNA from individual colonies and analyzing the digestion product by 
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gel electrophoresis. The sequence of the cloned fragment is confirmed by DNA 
sequencing. 

Five ug of a plasmid containing the polynucleotide is co-transfected with 1 .0 
ug of a commercially available linearized baculovirus DNA ("BaculoGold™ 
baculovirus DNA", Pharmingen, San Diego, CA), using the lipofection method 
described by Feigner et al, Proc. Natl. Acad. Sci. USA 84:7413-7417 (1987). One ug 
of BaculoGold™ virus DNA and 5 ug of the plasmid are mixed in a sterile well of a 
microtiter plate containing 50 ul of serum-free Grace's medium (Life Technologies 
Inc., Gaithersburg, MD). Afterwards, 10 ul Lipofectin plus 90 ul Grace's medium are 
added, mixed and incubated for 15 minutes at room temperature. Then the 
transfection mixture is added drop-wise to Sf? insect cells (ATCC CRL 1711) seeded 
in a 35 mm tissue culture plate with 1 ml Grace's medium without serum. The plate is 
then incubated for 5 hours at 27 degrees C. The transfection solution is then removed 
from the plate and 1 ml of Grace's insect medium supplemented with 10% fetal calf 
serum is added. Cultivation is then continued at 27 degrees C for four days. 

After four days the supernatant is collected and a plaque assay is performed, 
as described by Summers and Smith, supra. An agarose gel with "Blue Gal" (Life 
Technologies Inc., Gaithersburg) is used to allow easy identification and isolation of 
gal-expressing clones, which produce blue-stained plaques. (A detailed description of 
a "plaque assay" of this type can also be found in the user's guide for insect cell 
culture and baculovirology distributed by Life Technologies Inc., Gaithersburg, page 
9-10.) After appropriate incubation, blue stained plaques are picked with the tip of a 
micropipettor (e.g., Eppendorf). The agar containing the recombinant viruses is then 
resuspended in a microcentrifuge tube containing 200 ul of Grace's medium and the 
suspension containing the recombinant baculovirus is used to infect Sf9 cells seeded 
in 35 nun dishes. Four days later the supernatants of these culture dishes are 
harvested and then they are stored at 4 degree C. 

To verify the expression of the polypeptide, Sf9 cells are grown in Grace's 
medium supplemented with 10% heat-inactivated FBS. The cells are infected with 
the recombinant baculovirus containing the polynucleotide at a multiplicity of 
infection ("MOI") of about 2. If radiolabeled proteins are desired, 6 hours later the 
medium is removed and is replaced with SF900 II medium minus methionine and 
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cysteine (available from life Technologies Inc., Rockville, MD). After 42 hours, 5 
uCi of 35 S-metbionine and 5 uCi 35 S-cysteine (available from Amersham) are added. 
The cells are further incubated for 16 hours and then are harvested by centrifugation. 
The proteins in the supernatant as well as the intracellular proteins are analyzed by 
SDS-PAGE followed by autoradiography (if radiolabeled). 

Microsequencing of the amino acid sequence of the amino terminus of 
purified protein may be used to determine the amino terminal sequence of the 
produced protein. 

Example 8; Expression of a Polypeptide in Mammalian r»n« 

The polypeptide of the present invention can be expressed in a mammalian 
cell. A typical mammalian expression vector contains a promoter element, which 
mediates the initiation of transcription ofmRNA, a protein coding sequence, and 
signals required for the termination of transcription and polyadenylation of the 
transcript. Additional elements include enhancers, Kozak sequences and intervening 
sequences flanked by donor and acceptor sites for RNA splicing. Highly efficient 
transcription is achieved with the early and late promoters from SV40, the long 
terminal repeats (LTRs) from Retroviruses, e.g., RSV, HTLVI, HIVI and the early 
promoter of the cytomegalovirus (CMV). However, cellular elements can also be 
used (e.g., the human actin promoter). 

Suitable expression vectors for use in practicing the present invention include, 
for example, vectors such as pSVL and pMSG (Pharmacia, Uppsala, Sweden), 
pRSVcat (ATCC 37152), pSV2dhfr (ATCC 37146), pBC12MI (ATCC 67109), 
pCMVSport 2.0, and pCMVSport 3.0. Mammalian host cells that could be used 
include, human Hela, 293, H9 and Jurkat cells, mouse NIH3T3 and C127 cells, Cos 1, 
Cos 7 and CV1, quail QC1-3 cells, mouse L cells and Chinese hamster ovary (CHO) 
cells. 

Alternatively, the polypeptide can be expressed in stable cell lines containing 
the polynucleotide integrated into a chromosome. The co-transfection with a 
selectable marker such as dhfr, gpt, neomycin, hygromycin allows the identification 
and isolation of the transfected cells. 
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The transfected gene can also be amplified to express large amounts of the 
encoded protein. The DHFR (dihydrofolate reductase) marker is useful in developing 
cell lines that carry several hundred or even several thousand copies of the gene of 
interest (See, e.g., Alt, F. W., et al, J. Biol. Chem. 253:1357-1370 (1978); Hamlin, J. 
L. and Ma, C, Biochem. etBiophys. Acta, 1097:107-143 (1990); Page, M. J. and 
Sydenham, M. A., Biotechnology 9:64-68 (1991).) Another useful selection marker 
is the enzyme glutamine synthase (GS) (Murphy et al., Biochem J. 227:277-279 
(1991); Bebbington et al, Bio/Technology 10:169-175 (1992). Using these markers, 
the mammalian cells are grown in selective medium and the cells with the highest 
resistance are selected. These cell lines contain the amplified gene(s) integrated into a 
chromosome. Chinese hamster ovary (CHO) and NSO cells are often used for the 
production of proteins. 

Derivatives of the plasmid pSV2-dhfr (ATCC Accession No. 37146), the 
expression vectors pC4 (ATCC Accession No. 209646) and pC6 (ATCC Accession 
No.209647) contain the strong promoter (LTR) of the Rous Sarcoma Virus (Cullen et 
al., Molecular and Cellular Biology, 438-447 (March, 1985)) plus a fragment of the 
CMV-enhancer (Boshart et al., Cell 41:521-530 (1985).) Multiple cloning sites, e.g., 
with the restriction enzyme cleavage sites BamHI, Xbal and Asp718, facilitate the 
cloning of the gene of interest. The vectors also contain the 3' intron, the 
polyadenylation and termination signal of the rat preproinsulin gene, and the mouse 
DHFR gene under control of the SV40 early promoter. 

Specifically, the plasmid pC6, for example, is digested with appropriate 
restriction enzymes and then dephosphorylated using calf intestinal phosphates by 
procedures known in the art. The vector is then isolated from a 1% agarose gel. 

A polynucleotide of the present invention is amplified according to the 
protocol outlined in Example 1 . If the naturally occurring signal sequence is used to 
produce the secreted protein, the vector does not need a second signal peptide. 
Alternatively, if the naturally occurring signal sequence is not used, the vector can be 
modified to include a heterologous signal sequence. (See, e.g., WO 96/34891.) 

The amplified fragment is isolated from a 1% agarose gel using a 
commercially available kit ("Geneclean," BIO 101 Inc., La Jolla, Ca.). The fragment 



WO 01/55430 



PCT/US01/01431 



293 

then is digested with appropriate restriction enzymes and again purified on a 1% 
agarose gel. 

The amplified fragment is then digested with the same restriction enzyme and 
purified on a 1% agarose gel. The isolated fragment and the dephosphorylated vector 
are then ligated with T4 DNA ligase. E. coli HB101 or XL-1 Blue cells are then 
transformed and bacteria are identified that contain the fragment inserted into plasmid 
pC6 using, for instance, restriction enzyme analysis. 

Chinese hamster ovary cells lacking an active DHFR gene is used for 
transfection. Five ug of the expression plasmid pC6 a pC4 is cotransfected with 0.5 
ug of the plasmid pSVneo using lipofectin (Feigner et al., supra). The plasmid pSV2- 
neo contains a dominant selectable marker, the neo gene from Tn5 encoding an 
enzyme that confers resistance to a group of antibiotics including G418. The cells are 
seeded in alpha minus MEM supplemented with 1 mg/ml G418. After 2 days, the 
cells are trypsinized and seeded in hybridoma cloning plates (Greiner, Germany) in 
alpha minus MEM supplemented with 10, 25, or 50 ng/ml of metothrexate plus 1 
mg/ml G418. After about 10-14 days single clones are trypsinized and then seeded in 
6-well petri dishes or 10 ml flasks using different concentrations of methotrexate (50 
nM, 100 nM, 200 nM, 400 nM, 800 nM). Clones growing at the highest 
concentrations of methotrexate are then transferred to new 6-well plates containing 
even higher concentrations of methotrexate (1 uM, 2 uM, 5 uM, 10 mM, 20 mM). 
The same procedure is repeated until clones are obtained which grow at a 
concentration of 100 - 200 uM. Expression of the desired gene product is analyzed, 
for instance, by SDS-PAGE and Western blot or by reversed phase HPLC analysis. 

Example 9: Protein Fusions 

The polypeptides of the present invention are preferably fused to other 
proteins. These fusion proteins can be used for a variety of applications. For 
example, fusion of the present polypeptides to His-tag, HA-tag, protein A, IgG 
domains, and maltose binding protein facilitates purification. (See Example 5; see 
also EP A 394,827; Traunecker, et al. Nature 331 :84-86 (1988).) Similarly, fusion to 
IgG-U IgG-3, and albumin increases the halflife time in vivo. Nuclear localization 
signals fused to the polypeptides of the present invention can target the protein to a 
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specific subcellular localization, while covalent heterodimer or homodimers can 
increase or decrease the activity of a fusion protein. Fusion proteins can also create 
chimeric molecules having more than one function. Finally, fusion proteins can 
increase solubility and/or stability of the fused protein compared to the non-fused 
protein. All of the types of fusion proteins described above can be made by 
modifying the following protocol, which outlines the fusion of a polypeptide to an 
IgG molecule, or the protocol described in Example 5. 

Briefly, the human Fc portion of the IgG molecule can be PCR amplified, 
using primers that span the 5' and V ends of the sequence described below. These 
primers also should have convenient restriction enzyme sites that will facilitate 
cloning into an expression vector, preferably a mammalian expression vector. 

For example, if pC4 (Accession No. 209646) is used, the human Fc portion 
can be ligated into the BamHI cloning site. Note that the 3' BamHI site should be 
destroyed. Next, the vector containing the human Fc portion is re-restricted with 
BamHI, linearizing the vector, and a polynucleotide of the present invention, isolated 
by the PCR protocol described in Example 1 , is ligated into this BamHI site. Note 
that the polynucleotide is cloned without a stop codon, otherwise a fusion protein will 
not be produced. 

If the naturally occurring signal sequence is used to produce the secreted 
protein, pC4 does not need a second signal peptide. Alternatively, if the naturally 
occurring signal sequence is not used, the vector can be modified to include a 
heterologous signal sequence. (See, e.g., WO 96/34891.) 

Human IgG Fc region: 

GCKjATCCGGAGCCCAAATCTTCTGACAAAACTCACACATGCCCACC 
GTGCCCAGCACCTGAATTCGAGGGTGCACCGTCAGTCTTCCTCTTCCCCCC 
AAAACCCAAGGACACCCTCATGATCTCCCGGACTCCTGAGGTCACATGCG 
TGGTGGTGGACGTAAGCCACGAAGACCCTGAGGTCAAGTTCAACTGGTAC 
GTGGACGGCGTGGAGGTGCATAATGCCAAGACAAAGCCGCGGGAGGAGC 
AGTACAACAGCACGTACCGTGTGGTCAGCGTCCTCACCGTCCTGCACCAG 
GACTGGCTGAATGGCAAGGAGTACAAGTGCAAGGTCTCCAACAAAGCCCT 
CCCAACCCCCATCGAGAAAACCATCTCCAAAGCCAAAGGGCAGCCCCGA 



WO 01/55430 



PCT/US01/01431 



295 

GAACCACAGGTGTACACCCTGCCCCCATCCCGGGATGAGCTGACCAAGAA 

CCAGGTCAGCCTGACCTGCCTGGTCAAAGGCTTCTATCCAAGCGACATCG 

CCGTGGAGTGGGAGAGCAATGGGCAGCCGGAGAACAACTACAAGACCAC 

GCCTCCCGTGCTGGACTCCGACGGCTCCTTCTTCCTCTACAGCAAGCTCAC 

CGTGGACAAGAGCAGGTGGCAGCAGGGGAACGTCTTCTCATGCTCCGTGA 

TGCATGAGGCTCTGCACAACCACTACACGCAGAAGAGCCTCTCCCTGTCT 

CCGGGTAAATGAGTGCGACGGCCGCGACTCTAGAGGAT (SEQ IDNO:l) 

Example 10: Producti on of an Antibody from a Polypeptide 

The antibodies of the present invention can be prepared by a variety of 
methods. (See, Current Protocols, Chapter 2.) As one example of such methods, cells 
expressing a polypeptide of the present invention is administered to an animal to 
induce the production of sera containing polyclonal antibodies. In a preferred 
method, a preparation of the secreted protein is prepared and purified to render it 
substantially free of natural contarninants. Such a preparation is then introduced into 
an animal in order to produce polyclonal antisera of greater specific activity. 

In the most preferred method, the antibodies of the present invention are 
monoclonal antibodies (or protein binding fragments thereof). Such monoclonal 

antibodies can be prepared using hybridoma technology. (K6hler et al., 
Nature 256:495 (1975); Kohler et al., Eur. J. Immunol. 6:511 (1976); KQhler et al., 
Eur. J. Immunol. 6:292 (1976); Hammerling et al., in: Monoclonal Antibodies and T- 
Cell Hybridomas, Elsevier, N.Y., pp. 563-681 (1981).) In general, such procedures 
involve immunizing an animal (preferably a mouse) with polypeptide or, more 
preferably, with a secreted polypeptide-expressing cell. Such cells may be cultured in 
any suitable tissue culture medium; however, it is preferable to culture cells in Earle's 
modified Eagle's medium supplemented with 10% fetal bovine serum (inactivated at 
about 56 degrees C), and supplemented with about 10 g/l of nonessential amino acids, 
about 1,000 U/ml of pemcillin, and about 100 ug/ml of streptomycin. 

The splenocytes of such mice are extracted and fused with a suitable myeloma 
cell line. Any suitable myeloma cell line may be employed in accordance with the 
present invention; however, it is preferable to employ the parent myeloma cell line 
(SP20), available from the ATCC. After fusion, the resulting hybridoma cells are 
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selectively maintained in HAT medium, and then cloned by limiting dilution as 
described by Wands et al. (Gastroenterology 80:225-232 (1981).) The hybridoma 
cells obtained through such a selection are then assayed to identify clones which 
secrete antibodies capable of binding the polypeptide. 

Alternatively, additional antibodies capable of binding to the polypeptide can 
be produced in a two-step procedure using anti-idiotypic antibodies. Such a method 
makes use of the fact that antibodies are themselves antigens, and therefore, it is 
possible to obtain an antibody which binds to a second antibody. In accordance with 
this method, protein specific antibodies are used to immunize an animal, preferably a 
mouse. The splenocytes of such an animal are then used to produce hybridoma cells, 
and the hybridoma cells are screened to identify clones which produce an antibody 
whose ability to bind to the protein-specific antibody can be blocked by the 
polypeptide. Such antibodies comprise anti-idiotypic antibodies to the protein- 
specific antibody and can be used to immunize an animal to induce formation of 
further protein-specific antibodies. 

It will be appreciated that Fab and F(ab r )2 and other fragments of the 
antibodies of the present invention may be used according to the methods disclosed 
herein. Such fragments are typically produced by proteolytic cleavage, using 
enzymes such as papain (to produce Fab fragments) or pepsin (to produce F(ab')2 
fragments). Alternatively, secreted protein-binding fragments can be produced 
through the application of recombinant DNA technology or through synthetic 
chemistry. 

For in vivo use of antibodies in humans, it may be preferable to use 
"humanized" chimeric monoclonal antibodies. Such antibodies can be produced 
using genetic constructs derived from hybridoma cells producing the monoclonal 
antibodies described above. Methods for producing chimeric antibodies are known in 
the art. (See, for review, Morrison, Science 229:1202 (1985); Oi et al., 
BioTechniques 4:214 (1986); Cabilly et al., U.S. Patent No. 4,816,567; Taniguchi et 
al., EP 171496; Morrison et al., EP 173494; Neuberger et al., WO 8601533; Robinson 
et al., WO 8702671; BouHanne et al., Nature 312:643 (1984); Neuberger et al., Nature 
314:268 (1985).) 
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Example 11 ; Production Of Secreted Protein For High-Thrniighmit Screening 
Assays 

The following protocol produces a supernatant containing a polypeptide to be 
tested. This supernatant can then be used in the Screening Assays described herein. 

First, dilute Poly-D-Lysine (644 587 Boehrmger-Manimeim) stock solution 
(lmg/ml in PBS) 1 :20 in PBS (w/o calcium or magnesium 17^5 16F Biowhittaker) for 
a working solution of 50ug/ml. Add 200 ul of this solution to each well (24 well 
plates) and incubate at RT for 20 minutes. Be sure to distribute the solution over each 
well (note: a 12-channel pipetter may be used with tips on every other channel). 
Aspirate off the Poly-D-Lysine solution and rinse with 1ml PBS (Phosphate Buffered 
Saline). The PBS should remain in the well until just prior to plating the cells and 
plates may be poly-lysine coated in advance for up to two weeks. 

Plate 293T cells (do not carry cells past P+20) at 2 x 10 5 cells/well in .5ml 
DMEM(Dulbecco's Modified Eagle Medium)(with 4.5 G/L glucose and I^glutamine 
(12-604F Biowhittaker))/10% heat inactivated FBS(14-503F Biowhittaker)/lx 
Penstrep(17-602E Biowhittaker). Let the cells grow overnight. 

' The next day, mix together in a sterile solution basin: 300 ul Lipofectarnine 
(18324-012 Gibco/BRL) and 5ml Optimem I (31985070 Gibco/BRL)/96-well plate. 
With a small volume multi-channel pipetter, aliquot approximately 2ug of an 
expression vector containing a polynucleotide insert, produced by the methods 
described in Examples 8 or 9, into an appropriately labeled 96-well round bottom 
plate. With a multi-channel pipetter, add 50ul of the Iipofectamme/Optimem I 
mixture to each well. Pipette up and down gently to mix. Incubate at RT 15-45 
minutes. After about 20 minutes, use a multi-channel pipetter to add 1 50ul Optimem 
I to each well. As a control, one plate of vector DNA lacking an insert should be 
transfected with each set of transfections. 

Preferably, the transfection should be performed by tag-teaming the following 
tasks. By tag-teaming, hands on time is cut in half, and the cells do not spend too 
much time on PBS. First, person A aspirates off the media from four 24-well plates 
of cells, and then person B rinses each well with .5-lml PBS. Person A then aspirates 
off PBS rinse, and person B, using al2-channel pipetter with tips on every other 
channel adds the 200ul of DNA^ipofertamine/Optimem I complex to the odd wells 
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first, then to the even wells, to each tow on the 24-well plates. Incubate at 37 degrees 
C for 6 hours. 

While cells are incubating, prepare appropriate media, either 1%BSA in 
DMEM with lx penstrep, or CHO-5 media (116.6 mg/L of CaC12 (anhyd); 0.00130 
5 mg/L CuS0 4 -5H 2 0; 0.050 mg/L of Fe(N0 3 ) 3 -9H 2 0; 0.417 mg/L of FeS0 4 -7H 2 0; 
31 1.80 mg/L of Kcl; 28.64 mg/L of MgCl 2 ; 48.84 mg/L of MgS0 4 ; 6995.50 mg/L of 
NaCl; 2400.0 mg/L of NaHC0 3 ; 62.50 mg/L of NaH 2 PO 4 -H 2 0; 71.02 mg/L of 
Na 2 HP04; .4320 mg/L of ZnS0 4 -7H 2 0; .002 mg/L of Arachidonic Acid ; 1.022 mg/L 
of Cholesterol; .070 mg/L of DL-alpha-Tocopherol-Acetate; 0.0520 mg/L of Linoleic 
10 Acid; 0.010 mg/L of Linolenic Acid; 0.010 mg/L of Myristic Acid; 0.010 mg/L of 
Oleic Acid; 0.010 mg/L of Palmitric Acid; 0.010 mg/L of Palmitic Acid; 100 mg/L of 
Pluronic F-68; 0.010 mg/L of Stearic Acid; 2.20 mg/L of Tween 80; 4551 mg/L of D- 
Glucose; 130.85 mg/ml of L- Alanine; 147.50 mg/ml of L-Arginine-HCL; 7.50 mg/ml 
of L-Asparagine-H 2 0; 6.65 mg/ml of L-Aspartic Acid; 29.56 mg/ml of L-Cystine- 
15 2HCL-H 2 0; 31.29 mg/ml of L-Cystine-2HCL; 7.35 mg/ml of L-Glutamic Acid; 365.0 
mg/ml of L-Glutamine; 18.75 mg/ml of Glycine; 52.48 mg/ml of L-Histidine-HCL- 
H 2 0; 106.97 mg/ml of L-Isoleucine; 111.45 mg/ml of L-Leucine; 163.75 mg/ml of L- 
Lysine HCL; 32.34 mg/ml of L-Methionine; 68.48 mg/ml of ^Phenylalanine; 40.0 
mg/ml of L-Proline; 26.25 mg/ml of L-Serine; 101.05 mg/ml of L-Threonine; 19.22 
20 mg/ml of ^Tryptophan; 91 .79 mg/ml of L-Tryrosine-2Na-2H 2 0; 99.65 mg/ml of L- 
Valine; 0.0035 mg/L of Biotin; 3.24 mg/L of D-Ca Pantothenate; 11.78 mg/L of 
Choline Chloride; 4.65 mg/L of Folic Acid; 15.60 mg/L of i-Inositol; 3.02 mg/L of 
Niacinamide; 3.00 mg/L of Pyridoxal HCL; 0.031 mg/L of Pyridoxine HCL; 0.319 
mg/L of Riboflavin; 3.17 mg/L of Thiamine HCL; 0.365 mg/L of Thymidine; and 
25 0.680 mg/L of Vitamin B n ; 25 mM of HEPES Buffer; 2.39 mg/L of Na 

Hypoxanthine; 0.105 mg/L of Lipoic Acid; 0.081 mg/L of Sodium Putrescine-2HCL; 
55.0 mg/L of Sodium Pyruvate; 0.0067 mg/L of Sodium Selenite; 20uM of 
Ethanolamine; 0.122 mg/L of Ferric Citrate; 41.70 mg/L of Methyl-B-Cyclodextrin 
complexed with Linoleic Acid; 33.33 mg/L of Methyl-B-Cyclodextrin complexed 
30 with Oleic Acid; and 10 mg/L of Methyl-B-Cyclodextrin complexed with Retinal) 
with 2mm glutamine and lx penstrep. (BSA (81-068-3 Bayer) lOOgm dissolved in 1L 
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DMEM for a 10% BSA stock solution). Filter the media and collect 50 ul for 
endotoxin assay in 15ml polystyrene conical. 

The transfection reaction is terminated, preferably by tag-teaming, at the end 
of the incubation period. Person A aspirates off the transfection media, while person 
B adds 1 .5ml appropriate media to each well. Incubate at 37 degrees C for 45 or 72 
hours depending on the media used: 1%BSA for 45 hours or CHO-5 for 72 hours. 

On day four, using a 300ul multichannel pipetter, aliquot 600ul in one 1ml 
deep well plate and the remaining supernatant into a 2ml deep well. The supematants 
from each well can then be used in the assays described in Examples 13-20. 

It is specifically understood that when activity is obtained in any of the assays 
described below using a supernatant, the activity originates from either the 
polypeptide directly (e.g, as a secreted protein) or by the polypeptide inducing 
expression of other proteins, which are then secreted into the supernatant Thus, the 
invention further provides a method of identifying the protein in the supernatant 
characterized by an activity in a particular assay. 

Example 12: Constructio n of GAS Reporter Construct 

One signal transduction pathway involved in the differentiation and 
proliferation of cells is called the Jaks-STATs pathway. Activated proteins in the 
Jaks-STATs pathway bind to gamma activation site "GAS" elements or interferon- 
sensitive responsive element ("ISRE"), located in the promoter of many genes. The 
binding of a protein to these elements alter the expression of the associated gene. 

GAS and ISRE elements are recognized by a class of transcription factors 
called Signal Transducers and Activators of Transcription, or "STATs." There are six 
members of the STATs family. Statl and Stat3 are present in many cell types, as is 
Stat2 (as response to IFN-alpha is widespread). Stat4 is more restricted and is not in 
many cell types though it has been found in T helper class I, cells after treatment with 
IL-12. Stat5 was originally called mammary growth factor, but has been found at 
higher concentrations in other cells including myeloid cells. It can be activated in 
tissue culture cells by many cytokines. 
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The STATs are activated to translocate from the cytoplasm to the nucleus 
upon tyrosine phosphorylation by a set of kinases known as the Janus Kinase ("Jaks") 
family. Jaks represent a distinct family of soluble tyrosine kinases and include Tyk2, 
Jakl, Jak2, and Jak3. These kinases display significant sequence similarity and are 
5 generally catalytically inactive in resting cells. 

The Jaks are activated by a wide range of receptors summarized in the Table 
below. (Adapted from review by Schidler and Darnell, Ann. Rev. Biochem. 64:621- 
51 (1995).) A cytokine receptor family, capable of activating Jaks, is divided into two 
groups: (a) Class 1 includes receptors for IL-2, IL-3, D.-4, IL-6, IL-7, JX-9, IL-1 1, JX- 
10 12, JL-15, Epo, PRL, GH, G-CSF, GM-CSF, LEF, CNTF, and thrombopoietin; and (b) 
Class 2 includes JFN-a, JJFN-g, and IL-10. The Class 1 receptors share a conserved 
cysteine motif (a set of four conserved cysteines and one tryptophan) and a WSXWS 
motif (a membrane proximal region encoding Trp-Ser-Xxx-Trp-Ser (SEQ ID NO:2)). 
Thus, on binding of a ligand to a receptor, Jaks are activated, which in turn 
15 activate STATs, which then translocate and bind to GAS elements. This entire 
process is encompassed in the Jaks-STATs signal transduction pathway. 

Therefore, activation of the Jaks-STATs pathway, reflected by the binding of 
the GAS or the ISRE element, can be used to indicate proteins involved in the 
proliferation and differentiation of cells. For example, growth factors and cytokines 
20 are known to activate the Jaks-STATs pathway. (See Table below.) Thus, by using 
GAS elements linked to reporter molecules, activators of the Jaks-STATs pathway 
can be identified. 
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To construct a synthetic GAS containing promoter element, which is used in 
the Biological Assays described in Examples 13-14, a PCR based strategy is 
employed to generate a GAS-SV40 promoter sequence. The 5' primer contains four 
tandem copies of the GAS binding site found in the ffiPl promoter and previously 
5 demonstrated to bind STATs upon induction with a range of cytokines (Rothman et 
al., Immunity 1:457-468 (1994).), although other GAS or ISRE elements can be used 
instead. The 5' primer also contains 18bp of sequence complementary to the SV40 
early promoter sequence and is flanked with an Xhol site. The sequence of the 5' 
primer is: 

10 5 ' :GCGCCTCGAGATTTCCCCGAAATCTAGATTTCCCCGAAATGATTT 

CCCCGAAATGATTTCCCCGAAATATCTGCCATCTCAATTAG:3' (SEQID 

NO:3) 

The downstream primer is complementary to the SV40 promoter and is 
flanked with a Hind m site: 5 ' :GCGGC AAGCTTTTTGCAAAGCCT AGGC :3 ' 

15 (SEQIDNO:4) 

PCR amplification is performed using the SV40 promoter template present in 
the B-gal:promoter plasmid obtained from Clontech. The resulting PCR fragment is 
digested with Xhol/Hind HI and subcloned into BLSK2-. (Stratagene.) Sequencing 
with forward and reverse primers confirms that the insert contains the following 

20 sequence: 

5 ' i CTCGAGA TTTCCCCGAAATCTAGATTTCCCCGAAATGATTTCCCC 
GAAATGATTTCCCCGAAATATCTGCCATCTCAATTAGTCAGCAACCATAGT 
CCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCA 

TTCTCCGCCCCATGGCTGACTAATTTTTm 
25 CG^CTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAG 

GCCTAGGCTTTTGCAAAAA5CTT:3' (SEQID NO:5) 

With this GAS promoter element linked to the SV40 promoter, a GAS.SEAP2 
reporter construct is next engineered. Here, the reporter molecule is a secreted 
alkaline phosphatase, or "SEAP." Clearly, however, any reporter molecule can be 
30 instead of SEAP, in this or in any of the other Examples. Well known reporter 
molecules that can be used instead of SEAP include chloramphenicol 
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acetyltransferase (CAT), luciferase, alkaline phosphatase, B-galactosidase, green 
fluorescent protein (GFP), or any protein detectable by an antibody. 

The above sequence confirmed synthetic GAS-SV40 promoter element is 
subcloned into the pSEAP-Promoter vector obtained from Clontech using Hindm and 
5 Xhol, effectively replacing the SV40 promoter with the amplified GAS:SV40 
promoter element, to create the GAS-SEAP vector. However, this vector does not 
contam a neomycin resistance gene, and therefore, is not preferred for mammalian 
expression systems. 

Thus, in order to generate mammalian stable cell lines expressing the GAS- 
10 SEAP reporter, the GAS-SEAP cassette is removed from the GAS-SEAP vector using 
Sail and NotI, and inserted into a backbone vector containing the neomycin resistance 
gene, such as P GFP-1 (Clontech), using these restriction sites in the multiple cloning 
site, to create the GAS-SEAP/Neo vector. Once this vector is transfected into 
mammalian cells, this vector can then be used as a reporter molecule for GAS binding 
15 as described in Examples 13-14. 

Other constructs can be made using the above description and replacing GAS 
w^thadxfrerentpromotersequence. For example, construction of reporter molecules 
containing NFK-B and EGR promoter sequences are described in Examples 1 5 and 
1 6. However, many other promoters can be substituted using the protocols described 
m these Examples. For instance, SRE, IL-2, NFAT, or Osteocalcin promoters can be 
substituted, alone or in combination (e.g., GAS/NF-KB/EGR, GAS/NF-KB II 
2/NFAT, or NF-KB/GAS). Similarly, other cell lines can be used to test reporter 
construct activity, such as HELA (epithelial), HUVEC (endothelial), Reh (B-cell) 
Saos-2 (osteoblast), HUVAC (aortic), or Cardiomyocyte. 



20 



25 



30 



Example 13: Hfrh-Th roughs ^ aing Assav fnr Tm „ A ^ 

The following protocol is used to assess T-cell activity by identifying factors 
and determming whether supemate containing a polypeptide of the invention 
proliferates and/or differentiates T-cells. T-cell activity is assessed using the 
GAS/SEAP/Neo construct produced in Example 12. Thus, factors that increase SEAP 
activny indicate the ability to activate the Jaks-STATS signal transduction pathway. 
The T-cell used in this assay is Jurkat T-cells (ATCC Accession No. TIB-152) 
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although Molt-3 cells (ATCC AccessionNo. CRL-1552) and Molt-4 cells (ATCC 
Accession No. CRL-1582) cells can also be used. 

Jurkat T-cells are lymphoblastic CD4+ Thl helper cells, hi order to generate 
stable cell lines, approximately 2 million Jurkat cells are transfected with the GAS- 
5 SEAP/neo vector using DMRIE-C (Life Technologies)(transfection procedure 
described below). The transfected cells are seeded to a density of approximately 
20,000 cells per well and transfectants resistant to 1 mg/ml genticin selected. 
Resistant colonies are expanded and then tested for their response to increasing 
concentrations of interferon gamma. The dose response of a selected clone is 

10 demonstrated. 

Specifically, the Mowing protocol will yield sufficient cells for 75 wells 
containing 200 ul of cells. Thus, it is either scaled up, or performed in multiple to 
generate sufficient cells for multiple 96 well plates. Jurkat cells are maintained in 
RPMI + 10% serum with l%Pen-Strep. Combine 2.5 mis of OPTI-MEM (Life 
15 Teclmologies)withl0ugofplasmidDNAinaT25flask. Add 2.5 ml OPTI-MEM 
containing 50 ul of DMRIE-C and incubate at room temperature for 15-45 mins. 

During the incubation period, count cell concentration, spin down the required 
number of cells (10 7 per transfection), and resuspend in OPTI-MEM to a final 
concentration of 10 7 cells/ml. Then add 1ml of 1 x 10 7 cells in OPTI-MEM to T25 
20 flask and incubate at 37 degrees C for 6 hrs. After the incubation, add 10 ml ofRPMI 
+ 15% serum. 

The Jurkat:GAS-SEAP stable reporter lines are maintained in RPMI + 10% 
serum, 1 mg/ml Genticin, and 1% Pen-Strep. These cells are treated with 
supernatants containing polypeptides of the invention and/or induced polypeptides of 
25 Reinvention as produced by the protocol described in Example 11. 

On the day of treatment with the supernatant, the cells should be washed and 
resuspended in fresh RPMI + 10% serum to a density of 500,000 cells per ml. The 
exact number of cells required will depend on the number of supernatants being 
screened. For one 96 well plate, approximately 10 million cells (for 10 plates, 100 
30 million cells) are required. 
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15 



20 



Transfer the cells to a triangular reservoir boat, in order to dispense the cells 
mto a 96 well dish, using a 12 channel pipette. Using a 12 channel pipette, transfer 
200 ul of cells into each well (therefore adding 100, 000 cells per well). 

After all the plates have been seeded, 50 ul of the supematants are transferred 
directly from the 96 well plate containing the supematants into each well using a 12 
channel pipette, m addition, a dose of exogenous interferon gamma (0.1, 1 0 10 ng) 
is added to wells H9, H10, and HI 1 to serve as additional positive controls for the 
assay. 

The 96 well dishes containing Jurkat cells treated with supematants are placed 
m an incubator for 48 hrs (note: this time is variable between 48-72 hrs). 35 ul 
samples from each well are then transferred to an opaque 96 well plate using a 12 
channel pi pette. The opaque plates should be covered (using sellophene covers) and 
stored at -20 degrees C until SEAP assays are performed according to Example 17 
The plates containing the remaining treated cells are placed at 4 degrees C and serve 
as a source of material for repeating the assay on a specific well if desired. 

As apositive control, 100 Unit/ml interferon gamma can be used which is 
blown to activated 
positive control wells. 

The above protocol may be used in the generation of both transient, as well as 
stable transfected cells, which would be apparent to those of skill in the art. 

.Examples HlrWnm^ 

The following protocol is used to assess myeloid activity by deternnning 
whether polypeptides of the invention proliferates and/or differentiates myeloid cells 
Myeloid cell activity is assessed using the GAS/SEAP/Neo construct produced in 
Example 12. Thus, factors that increase SEAP activity indicate the ability to activate 
the Jaks-STATS signal transduction pathway. Tne myeloid cell used in this assay is 
U937,apre-monocyteceUlme,althoughTF-l,HL60,orKGl canbeused. 

To transiently transfect U937 cells with the GAS/SEAP/Neo construct 
produced in Example 12, a DEAE-Dextran method (Kharbanda et. al., 1994, Cell 
Growth & Differentiation, 5:259-265) is used. First, harvest 2xl0e7 TJ937 cells and 
wash with PBS. The U937 cells are usually grown in RPMI 1640 medium containing 
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10% heat-inactivated fetal bovine serum (FBS) supplemented with 100 units/ml 
penicillin and 100 mg/ml streptomycin. 

Next, suspend the cells in 1 ml of 20 mM Tris-HCl (pH 7.4) buffer containing 
0 5 mg/ml DEAE-Dextran, 8 ug GAS-SEAP2 plasmid DNA, 140 mM NaCl, 5 mM 
5 KCl,375uMNa2HP04.7H 2 0,lmMMgCl2,and675uMCaCl 2 . Mcubateat37 

degrees C for 45 min. 

Wash the cells with RPMI 1640 medium containing 10% FBS and then 
resuspend in 10 ml complete medium and incubate at 37 degrees C for 36 hr. 

The GAS-SEAP/U937 stable cells are obtained by growing the cells in 400 
10 ug/mlG418. TheG418-freemediumisusedforroutinegrowthbuteveryonetotwo 
months, the cells should be re-grown in 400 ug/ml G418 for couple of passages. 

These cells are tested by harvesting 1x10° cells (this is enough for ten 96-well 
plates assay) and wash with PBS. Suspend the cells in 200 ml above described 
growth medium, with a final density of 5x10 s cells/ml. Plate 200 ul cells per welt in 
15 the 96-well plate (or 1x10 s cells/well). 

Add 50 ul of the supernatant prepared by the protocol described in Example 
1 1 . Incubate at 37 degrees C for 48 to 72 hr. As a positive control, 100 Unit/ml 
interferon gamma can be used which is known to activate U937 cells. Over 30 fold 
induction is typically observed in the positive control wells. SEAP assaythe 
20 supernatant according to the protocol described in Example 17. 

^ , c m rh .Thrn,,Phnot S c reening A«™v Identifying Neuronal Activity. 

When cells undergo differentiation and proliferation, a group of genes are 
activated through many different signal transduction pathways. One of these genes, 

25 EGR1 (early growth response gene 1), is induced in various tissues and cell types 
upon activation. The promoter of EGR1 is responsible for such induction. Using the 
EGR1 promoter linked to reporter molecules, activation of cells can be assessed. 

Particularly, the following protocol is used to assess neuronal activity in PC12 
cell lines. PC12 cells (rat phenochromocytoma cells) are known to proliferate and/or 

30 differentiate by activation with a number of mitogens, such as TPA (tetradecanoyl 
phorbol acetate), NGF (nerve growth factor), and EGF (epidermal growth factor). 
The EGR1 gene expression is activated during this treatment. Thus, by stably 
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transacting PC12 cells with a construct containing an EGR promoter linked to SEAP 
reporter, activation of PC12 cells can be assessed. 

The EGR/SEAP reporter construct can be assembled by the following 
protocol. The EGR-1 promoter sequence (-633 to + l)(Sakamoto K et al., Oncogene 
6:867-871 (1991)) can be PCR amplified from human genomic DNA using the 
following primers: 

5' GCGCTCGAGGGATGACAGCGATAGAACCCCGG -3' (SEQ ID N0 6) 
5'GCGAAGCTTCGCGACTCCCCGGATCCGCCTC-3' (SEQ ID NO T) 
Using the GAS:SEAP/Neo vector produced in Example 12, EGRl amplified 
product can then be inserted into this vector. Linearize the GAS:SEAP/Neo vector 
usmg restriction enzymes Xhol/Hindm, removing the GAS/SV40 stuffer. Restrict the 
EGRl amplified product with these same enzymes. Ligate the vector and the EGRl 
promoter. 

Toprepare 96 well-plates for cell culture, two mis of a coating solution (130 
mlut 1 onofcolla g entypeI(UpstateBiotechlnc.Cat#08-115) in 30% ethanol (filter 
stenhzed)) is added per one 10 cm plate or 50 ml per well of the 96-weU plate, and 
allowed to air dry for 2 hr. 

PC12 cells are routinely grown in RPMI-1640 medium (Bio Whittaker) 
containing 10% horse serum (JRH BIOSCIENCES, Cat. # 12449-78P) 5% heat 
inactivated fetal bovine serum (FBS) supplemented with 1 00 units/ml penicillin and 
lOOug/ml streptomycin onaprecoated 10 cm tissue culture dish. One to four split is 
done every three to four days. Cells are removed from the plates by scraping and 
resuspended with pipetting up and down for more than 15 times. 

Transfect the EGR/SEAP/Neo construct into PC12 using the Lipofectamine 
protocol described in Example 11. EGR-SEAP/PC12 stable cells are obtained by 
growmg the ceDs in 300 ug/ml G41 8. The G418-free medium is used for routine 
growth but every one to two months, the cells should be re-grown in 300 ug/ml G41 8 
for couple of passages. 

To assay for neuronal activity, a 1 0 cm plate with cells around 70 to 80% 
30 confluentisscreenedbyremovingtheoldmedium. Wash the cells once with PBS 
(Phosphate buffered saline). Then starve the cells in low serum medium (RPMI-1640 
contammg 1% horse serum and 0.5% FBS with antibiotics) overnight. 
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The next morning, remove the medium and wash the cells with PBS. Scrape 
off the cells from the plate, suspend the cells well in 2 ml low serum medium. Count 
the cell number and add more low serum medium to reach final cell density as 5x10* 
cells/ml. 

5 Add 200 ul of the cell suspension to each well of 96-well plate (equivalent to 

1x105 ceiis/well). Add 50 ul supernatant produced by Example 1 1 , 37°C for 48 to 72 
hr As a positive control, a growth factor known to activate PC12 cells through EGR 
can be used, such as 50 ng/ul of Neuronal Growth Factor (NGF). Over fifty-fold 
induction of SEAP is typically seen in the positive control wells. SEAP assay the 

10 supernatant according to Example 17. 

Tlimv y. i <. ^n.Thrnnghnnt Screening Assay for T-cell Activity 

NF-KB (Nuclear Factor KB) is a transcription factor activated by a wide 
variety of agents including the inflammatory cytokines IL-1 and TNF, CD30 and 
1 5 CD40, lymphotoxin-alpha and lymphotoxin-beta, by exposure to LPS or thrombin, 
and by expression of certain viral gene products. As a transcription factor, NF-KB 
regulates the expression of genes involved in immune cell activation, control of 
apoptosis (NF- KB appears to shield cells from apoptosis), B and T-cell development, 
anti-viral and antimicrobial responses, and multiple stress responses. 
20 innon-stimulatedcondinons,^ 

(InhibitorKB). However, upon stimulation, I- KB is phosphorylated and degraded, 
causing NF- KB to shuttle to the nucleus, thereby activating transcription of target 
genes. Target genes activated by NF-KB include IL-2, IL-6, GM-CSF, ICAM-1 and 
class 1MHC. 

25 Due to its central role and ability to respond to a range of stimuli, reporter 

constructs utilizing the NF-KB promoter element are used to screen the supematants 
produced in Examplell. Activators or inhibitors of NF-KB would be useful in 
treating diseases. For example, inhibitors of NF-KB could be used to treat those 
diseases related to the acute or chronic activation of NF-KB, such as rheumatoid 
30 arthritis. 

To construct a vector containing the NF-KB promoter element, a PCR based 
strategy is employed. The upstream primer contains four tandem copies of the NF- 
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KB btadtog site (GGGGACTTTCCQ (SEQ ID NO:8), 18 bp of sequence 
conplemeMa^ .e tt,e r of the SV40 eariy proper sequence, md is flmked 
with an Xhol site: 

5':GCGGCCTCGAGGGGACrrrCCCGGGGACnTCCGGGGACrrTCC 
GGGACrrrCCATCCTGCCATCTCAATTAG:3' (SEQIDNO:9) 

The downstream primer is complementary to the 3' end of the SV40 promoter 
and is flanked with a Hind m site: 

5^GG(3GCAAGClTrrTGCAAAGCCTAGGC:3' (SEQ ID NO:4) 
PGR amplification is performed using the SV40 promoter template present i 
the pB-galrpromoter plasmid obtained from Clontech. The resulting PGR frag™ 
Rested with Xhol and Hind m and subcloned into BLSK2-. (Stratagene) 
Sequencing with the T7 and T3 primers confirms the insert contains the following 



in 

ent is 



sequence: 



:CTCGAGGG<jACTTTCCCGGGGACTTTCCGGGGACTTTCCGGGAC 
TTTCCATCTGCCATCTCAATTAGTCAGCAACCATAGTCCCGCCCCTAACTC 
CGCCCATCCCGCCCGTAACTCCGCCCAGTrCCGCCCATTCTCCGCCCCATG 

gctgagtaaititttttatttatck:agaggccgag^^ 

AGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTG^ 
AAAAAGCTT:3' (SEQ ID NO:10) 

Next, replace the SV40 minimal promoter element present in the pSEAP2- 
promoter plasmid (Clontech) with this NF-KB/SV40 fragment using Xhol and 
Hmdm. However, thisvector does not contain a neomycin resistance gene and 
therefore, is not preferred for mammalian expression systems. 

In order to generate stable mammalian cell lines, the NF-KB/SV40/SEAP 
cassette is removed from the above NF-KB/SEAP vector using restriction enzymes 
SaUandNotI, and inserted mto a vector containmg neomycm resistance^ Particularly 
*eNF-KB/SV40/SEAP cassette was inserted into pGFP-1 (Clontech), replacing the 
GFP gene, after restricting pGFP-1 with Sail and Not! 

Once NF-KB/SV40/SEAP/Neo vector is created, stable Jurkat T-ceUs are 
created and maintained according to the protocol described in Example 13. Similarly, 
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the method for assaying supematants with these stable Jurkat T-cells is also descrihed 
in Example 13. As a positive control, exogenous TNF alpha (0.1,1, 10 ng) is added to 
wells H9, H10, and HI 1 , with a 5-10 fold activation typically observed. 

5 B-v a n, P le17: A ssayJorSEAP Activity 

As a reporter molecule for the assays described in Examples 13-16, SEAP 

activity is a^sayedusingtheT^^ 

following general procedure. The Tropix Phospho-light Kit supplies the Ddubon, 
Assay, and Reaction Buffers used below. 
l0 Prime a dispenser with the 2.5x Dilution Buffer and dispense 15 ul of 2.5x 

dflutionbuffermtoOptipla^ Seal the plates with 

a plastic sealer and incubate at 65 degree C for 30 min. Separate the Ophplates to 

avoid uneven heating. 

Cool the samples to room temperature for 15 minutes. Empty the dispenser 
15 andprimewiththeAssayBuffer. Add 50 ml Assay Buffer and incubate at room 

temperature 5 min. Empty the dispenser and prime with the Reaction Buffer (see the 
table below). Add 50 ul Reaction Buffer and incubate at room temperature for 20 
minutes. Since the intensity of the chennlurninescent signal is time dependent, and rt 
takes about 10 minutes to read 5 plates on luminometer, one should treat 5 plates at 
20 each time and start the second set 10 minutes later. 

Read the relative light unitin the luminometer. Set H12 as blank, and print 
the results. An increase in chemnunrinescence indicates reporter activity. 

Reaction Bnffer Formulation: . ^ 

# of plates Rxn buffer diluent (mll_ CSPD(ml) _ 



10 60 

11 65 

12 70 

13 75 

14 80 

15 85 

16 90 

17 95 

18 100 

19 105 

20 HO 



3 
3.25 
3.5 
3.75 
4 

4.25 
4.5 
4.75 
5 

5.25 
5.5 
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6.25 


94 


1 OA 

1JU 


6.5 


ZD 


135 


6.75 


ZO 


140 


7 


97 
/,/ 


145 


7.25 


OQ 
Zo 


150 


7.5 


OO 


155 


7.75 


1C\ 

o\j 


160 


8 




165 


8.25 




1 *7A 

170 


8.5 


11 
JD 


175 


8.75 


1A 


1 OA 

180 


9 


1< 


185 


9.25 




1 AA 

iyo 


9.5 


n 
j/ 


1 AC 

195 


9.75 


35 


OAA 

200 


10 




one 
205 


10.25 
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220 
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43 


225 
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44 


230 


11.5 


45 


235 


11.75 


46 


240 


12 


47 


245 
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48 


250 


12.5 


49 


255 


12.75 


50 


260 
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Example 18: Hi gh-Throughput Screening Assay Identifying Chang es in Small 
Molecule Concentration and Membrane Permeability 

Binding of a ligand to a receptor is known to alter intracellular levels of small 
5 molecules, such as calcium, potassium, sodium, and pH, as well as alter membrane 
potential. These alterations can be measured in an assay to identify supernatants 
which bind to receptors of a particular cell. Although the following protocol 
describes an assay for calcium, this protocol can easily be modified to detect changes 
in potassium, sodium, pH, membrane potential, or any other small molecule which is 
1 0 detectable by a fluorescent probe. 

The following assay uses Fluorometric Imaging Plate Reader ('TUPR") to 
measure changes in fluorescent molecules (Molecular Probes) that bind small 
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molecules. Clearly, any fluoresce* molecule de.ec.tog a small molecule can be used 
instead of the calcium fluorescent molecule, fluo-4 (Molecular Probes, toe, catalog 

no. F-14202), used here. 

For adherent cells, seed the cells a. 10,000 -20,000 cells/well in a Co-star 
5 „ te c k 9o-we>>pla.ewi m cle*bo..om. The plate is incubated in a CO, incubator for 
20hours. Theadhe,en.cel l sarewashedm.hmesmBio.ek»asher™m200mof 
HBSS (Hank's Balanced Sal. Solution) leaving 100 ul of buffer after tire una. wash. 

Asmcksoluuonoflmg/mlfluc-4 ismadeinl0%pl«ronieaeidDMSO. To 
MmeceUsmmfluo^.SOulofnugtalfluo-. is added ta each wefl. Theplata 
l0 Uin^batedatSTdegreesCinaCCbineubatorforoOmm. The plate is washed four 
times in the Biotek washer with HBSS leaving 100 ul of buffer. 

For non-adherent cells, the cells are spun down from culture media Cells are 
re-bended to 2-5x10* ceUstalwithHBSStaa50.nl conical tube. 4uloH mg/ml 
fluo-4 M ,utionml0%pluronicacidDMSO is trfdedtae.cn ml of cell suspense 
15 Thetabeismenplaeedtaa37degreesCwa.erbamfor 3 0^mh, Thecellsare 
washed twice wHhHBSS, resuspendedto 1x10 s cells/ml, and dispensed into a 
nncroplata,100ul/well. TheplateiscentritogedaUOOOrpmfbrSnnn. Theplatets 
ten washed once inDenley CellWash with 200 ul, followed by an aspiration step to 

100 ul final volume. 

For a non-cell based assay, each well contains a fluorescent molecule, such as 
fluo-4 . The supernatant is added to the well, and a change in fluorescence is 

To measure the fluorescence of intracellular calcium, the FLIPR is set for the 
followingparameters: (1) System gain is 300-800 mW; (2) Exposure time is 0.4 
25 second;(3)CameraF/stopisF/2;(4)Excit a tionis488nm;(5)Emisdonis530nm; 

and (6) Sample addition is 50 ul. Increased emission at 530 nm indicates an 
extracellular signaling event which has resulted in an increase in the intracellular 

Ca** concentration. 

30 r— r'» mgfcaso ughEut Scree n.,,, Assay Identify^ Tyrosine Kinase 
Activity 



20 

detected. 
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Tie Protein Tyrosine Kinases (PTK) represent a diverse groop of 

WinnintneReceptorProteinT^ 
^ase^gto^arereoentefora^geofnn^^^ 
factors mcludrng the PDOF, FGF, EGF NGF HOE ^» r ■• 
5 ■nadaitiontherea.alargefarni, of^Z fe '" lreC ™ fa » ffi - 
Uganda forRFT^ , [ , fc ** fc « 
'^ dsforI ^^emamly S ecretedsmanproteins,b U talso 
membrane-bonnd and extracellular matrix proteins. 

• Acti ^»»^ by Hgands involves Ugand.nredra.ed receptor 

■0 ofd, cyrop^o^^ .Tnecv.p.asnncrvrosinearnasesinc.nde 
^^^^eldnases„f«he^ fim iI y(ag ., 8rc , yeS)Icl , lpi 
^ceptorMedandeytosoncprotein^e^^^^^ 

^o^ewiderangeofknownfie^^^^ 
^^^^canonofnovei^s^^^T™ 

^vanng^sineldnasesignain^ucnonpa.nwaysareofinte.st Iberefore the 
ollo^rng protocol is designed to identify tbose novel tanan secreted proteins 

^'-faorivatingdreryrnsinetinasesignaJn^nononpa^ 

Se^^e,oel k( ,g,prin 1 a Iyk e ra rinooytes)a,adensi t y„fa^ xfaateIy 
^OOOeel I sper W e 1 , ba9oweUI ^ yneSiIentSoreenp]ates J 

25 I!l " « ^'^^^SeoeOmg/nU), ge.arin P%) or 

^MOoxmManige, pttrcfrased front BeetonDicMnson (Bedford^) or 
ttlBS-d^^d^c CeHg^onfr^ 

-"^^-ofalanraxBlneasdescribedbytheman^erAlantar 
BeTT^' (SaranOT,<> ' CA)a9er48b - M ™™07, fronr 
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Plates. Falcon Microtest HI cell culture plates can also be used in some proliferation 
experiments. 

To prepare extracts, A431 cells are seeded onto the nylon membranes of 
Loprodyne plates (20,000/200mVwell) and cultured overnight in complete medium. 

5 C ellsareqmescedbymcubanonmserum-fre e basalmemumfor24hr. After5-20 
minutes treatment withEGF (60ng/ml) or 50 ul of the supernatant produced m 
Example 11, the medium was removed and 100 ml of extraction buffer ((20 mM 
HEPESpH7.5,0.15MNaCl, 10/ o TritonX-100,0.1%SDS,2mMNa3VO4, 2mM 
Na4P207 and a cocktail of protease inhibitors (# 1836170) obtained from 

10 Boeheringer Mannheim (Indianapolis, IN) is added to each well and the plate is 

vacuum transfer manifold and the extract filtered through the 0.45 mm membrane 
bottoms of each well usinghouse vacuum. Extracts are collected in a 96-well 

catch/assayplatemmebo^ 
15 ice To obtain extracts clarified by centrifogation, the content of each well, after 

detergent solubUization for 5 minutes, is removed and centrifuged for 15 mmutes at4 

degrees Cat 16,000 xg. 

Test the filtered extracts for levels of tyrosine kinase activity. Although many 
methods of detecting tyrosine kinase activity are known, one method is descnbed 
20 here. 

Generally, the tyrosine kinase activity of a supernatant is evaluated by 
deternuning its ability to phosphorylate a tyrosine residue on a specific substrate (a 
biotmylatedpeptide). J**^^***^*™^^ 
PSKl (corresponding to amino acids 6-20 of the cell division kinase cdc2-p34) and 
25 PSK2(corre S pondingto amino acids 1-17 of gastrin). Both peptides are substrates for 
a range of tyrosine kinases and are available from Boehringer Mannheim. 

The tyrosine kinase reaction is set up by adding the following components m 
order. First, add lOul of 5uM Biotinylated Peptide, then lOul ATP/Mg 2+ (5mM 

ATP/SOn^MgCl^men^^^ 
30 P H7 3, 40 mM beta-glycerophosphate, ImM EGTA, lOOmM MgCl 2 , 5 mM MnCl 2 , 
0 5 mg/ml BSA), then 5ul of Sodium Vanadate(lmM), and then 5ul of water. Mix the 
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^o ratsgenUymdpretoc ^ tefte ^ ta ^ at3ode8reKCfOT2min 
the reacdon by adding JOul of the control enzyme or the fihemd supernatant 

The tyrosine kinase assay reaction is then terminated by adding lOnl of 
120mm EDTA and place the reactions on ice. 

^^acdviryiade.ennmedbyWerrmgSOmabqnotofreaction 
"-tare to a mierodter plate (MTP) module and incubating a. 37 degrees C for 20 
mm. Tins aflows me aneptavadfa coated 96 well plate to associate with the 
btotmyiated pepdde. Wash me MTP module with 300ul/we„ of PBS four toes 
Next add 75 ul of anti-phosporymsine andbody conjugated to horse radish 

one hour. Wash the well as above. 



^'^lOWofpemxidasesubstratesoludonpoehrmgerMannieim) 
■ncuhste a, room temperature for a, lemt 5 mins (op to 30 min). Measnre the 

^tanceofd.esamp.ea.^nmhyusmgELISAreade,. The level of bound 
peroxtdase activity is stated using an ELBA reader and reflects the leva! of 
tyrosine kinase activity. 



and 



20 



25 



30 



Example 20: H.rt-Thrn..ahn,., fi ^ ing Assay 
Activity 

As .potential alternative and/or cnmphmen, to the assay ofprotein tyrosine 
We activriy described in Examp.e !9, an assay which detect activation 
frh«uon) of major inunceOmar ^ transduction intermediates can a!ao be 
used. For example, as described below one pardemar assay can detect 
phosphoryiarionofmeEric-. and Erx-2 kinase. However, phosphoryUtion of other 
™° 1 ^^«Ra 4 m^ p 38MAP.Map 1 ri^ 1 ri^(^ ) , MBKkilme 
Src, Mnacle apeeifle kinase (MuSK), IRAK, Tee, and Janus, as well as any other 
Phosphoserine, phosphotyrosine, or phosphomreonme moUcme, can be detected by 
subsbtnhngtheaemoleeuleaforErk-l or Erk-2 in me following assay. 

Specifically, assay plate* are made by coating the wells of a 96-wefl EUSA 

^ewifl,0,nfl„fpro,emO(l„ g M)for2ma tro omtemp, ( RT ) .Tbep,a t eaam 
dtenrmaed wrflrPBS and blocked with 3%BSA/PBS for 1 hralRT. Theprotein O 
Plates are men .rented with 2 commerce monoelonal andbodiea (.OOnglweU) again* 
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Erk-land Erk-2 (1 hr at RT) (Santa Cruz Biotechnology). (To detect other molecules, 
this step can easily be modified by substituting a monoclonal antibody detecting any 
of the above described molecules.) After 3-5 rinses with PBS, the plates are stored at 
4 degrees C until use. 

A431 cells are seeded at 20,000/well in a 96-well Loprodyne filterplate and 
cultured overnight in growth medium. The cells are then starved for 48 hr in 
basal medium (DMEM) and then treated with EGF (6ng/well) or 50 ul of the 
supematants obtained in Example 1 1 for 5-20 minutes. The cells are then solubilized 
and extracts filtered directly into the assay plate. 

After incubation with the extract for 1 hr at RT, the wells are again rinsed. As 
a positive control, a commercial preparation of MAP kinase (lOng/well) is used in 
place of A431 extract. Plates are then treated with a commercial polyclonal (rabbit) 
antibody (lug/ml) which specifically recognizes the phosphorylated epitope of the 
Erk-1 and Erk-2 kinases (1 hr at RT). This antibody is biotinylated by standard 
procedures. The bound polyclonal antibody is then quantitated by successive 
incubations with Europium-streptavidin and Europium fluorescence enhancing 
reagent in the Wallac DELFIA instrument (time-resolved fluorescence). An increased 
fluorescent signal over background indicates a phosphorylation. 

Example 21: Method of Determfan ny r Alterations in a Gen e Corresponding to a 
Polynucleotide 

RNA isolated from entire families or individual patients presenting with a 
phenotype of interest (such as a disease) is be isolated. cDNA is then generated from 
these RNA samples using protocols known in the art. (See, Sambrook.) ThecDNA 
is then used as a template for PCR, employing primers surrounding regions of interest 
in SEQ ID NO:X. Suggested PCR conditions consist of 35 cycles at 95 degrees C for 
30 seconds; 60-120 seconds at 52-58 degrees C; and 60-120 seconds at 70 degrees C, 
using buffer solutions described in Sidransky et aL, Science 252:706 (1991). 

PCR products are then sequenced using primers labeled at their 5 1 end with T4 
polynucleotide kinase, employing SequiTherm Polymerase. (Epicentre 
Technologies). The intron-exon borders of selected exons is also determined and 
genomic PCR products analyzed to confirm the results. PCR products harboring 
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suspected mutations is then cloned and sequenced to validate the results of the direct 
sequencing. 

PCR products is cloned into T-tailed vectors as described in Holton et al. 
Nucleic Acids Research, 19: 1 156 (1991) and sequenced with T7 polymerase (United 
States Biochemical). Affected individuals are identified by mutations not present in 
unaffected individuals. 

Genomic rearrangements are also observed as a method of determining 
alterations in a gene corresponding to a polynucleotide. Genomic clones isolated 
according to Example 2 are nick-translated with digoxigenindeoxy-uridine 5'- 
triphosphate (Boehringer Manheim), and FISH performed as described in Johnson et 
al., Methods Cell Biol. 35:73-99 (1991). Hybridization with the labeled probe is 
carried out using a vast excess of human cot-1 DNA for specific hybridization to the 
corresponding genomic locus. 

Chromosomes are counterstained with 4,6-diamino-2-phenylidole and 
propidium iodide, producing a combination of C- and R-bands. Aligned images for 
precise mapping are obtained using a triple-band filter set (Chroma Technology, 
Brattleboro, VT) in combination with a cooled charge-coupled device camera 
(Photometries, Tucson, AZ) and variable excitation wavelength filters. (Johnson et 
al., Genet. Anal. Tech. Appl., 8:75 (1991).) Image collection, analysis and 
chromosomal fractional length measurements are performed using the ISee Graphical 
Program System. (Inovision Corporation, Durham, NC.) Chromosome alterations of 
the genomic region hybridized by the probe are identified as insertions, deletions, and 
translocations. These alterations are used as a diagnostic marker for an associated 
disease. 

Example 22: Method of Bef ^ g Abnormal revels of a Pohy ^rt** i„ „ 
Biological Sample 

A polypeptide of the present invention can be detected in a biological sample, 
and if an increased or decreased level of the polypeptide is detected, this polypeptide' 
is a marker for a particular phenotype. Methods of detection are numerous, and thus, 
it is understood that one skilled in the art can modify the following assay to fit their ' 
particular needs. 
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For example, antibody-sandwich ELIS As are used to detect polypeptides in a 
sample, preferably a biological sample. Wells of a microtiter plate are coated with 
specific antibodies, at a final concentration of 0.2 to 10 ug/ml. The antibodies are 
either monoclonal or polyclonal and are produced by the method described in 
Example 10. The wells are blocked so that non-specific binding of the polypeptide to 
the well is reduced. 

The coated wells are then incubated for > 2 hours at RT with a sample 
containing the polypeptide. Preferably, serial dilutions of the sample should be used 
to validate results! The plates are then washed three times with deionized or distilled 
water to remove unbounded polypeptide. 

Next, 50 ul of specific antibody-alkaline phosphatase conjugate, at a 
concentration of 25-400 ng, is added and incubated for 2 hours at room temperature. 
The plates are again washed three times with deionized or distilled water to remove 
unbounded conjugate. 

Add 75 ul of 4-methylumbelliferyl phosphate (MUP) or p-nitrophenyl 
phosphate (NPP) substrate solution to each well and incubate 1 hour at room 
temperature. Measure the reaction by a microtiter plate reader. Prepare a standard 
curve, using serial dilutions of a control sample, and plot polypeptide concentration 
on the X-axis (log scale) and fluorescence or absorbance of the Y-axis (linear scale). 
Interpolate the concentration of the polypeptide in the sample using the standard 
curve. 

Example 23: Formulation 

The invention also provides methods of treatment and/or prevention of 
diseases or disorders (such as, for example, any one or more of the diseases or 
disorders disclosed herein) by administration to a subject of an effective amount of a 
Therapeutic. By therapeutic is meant polynucleotides or polypeptides of the 
invention (including fragments and variants), agonists or antagonists thereof, and/or 
antibodies thereto, in combination with a pharmaceutical^ acceptable carrier type 
(e.g., a sterile carrier). 

The Therapeutic will be formulated and dosed in a fashion consistent with 
good medical practice, taking into account the clinical condition of the individual 
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10 



patient (especially the side effects of treatment with the Therapeutic alone), the site of 
delivery, the method of administration, the scheduling of administration, and other 
factors known to practitioners. The "effective amount" for purposes herein is thus 
determined by such considerations. 

As a general proposition, the total pharmaceutically effective amount of the 
Therapeutic administered parenterally per dose will be in the range of about 
lug/kg/day to 10 mg/kg/day of patient body weight, although, as noted above, this 
will be subject to therapeutic discretion. More preferably, this dose is at least 0.01 
mg/kg/day, and most preferably for humans between about 0.01 and 1 mg/kg/day for 
the hormone. If given continuously, the Therapeutic is typically administered at a 
dose rate of about 1 ug/kg/hour to about 50 ug/kg/hour, either by 1-4 injections per 
day or by continuous subcutaneous infusions, for example, using a mini-pump. An 
intravenous bag solution may also be employed. The length of treatment needed to 
observe changes and the interval following treatment for responses to occur appears 
1 5 to vary depending on the desired effect. 

Therapeutics can be are administered orally, rectally, parenterally, 
intracistemaUy, intravaginaUy, intraperitoneally, topically (as by powders, ointments, 
gels, drops or transdermal patch), bucally, or as an oral or nasal spray. 
"Pharmaceutically acceptable carrier" refers to a non-toxic solid, semisolid or liquid 
filler, diluent, encapsulating material or formulation auxiliary of any. The term 
"parenteral" as used herein refers to modes of a(tainistration which include 
intravenous, intramuscular, intraperitoneal, intrastemal, subcutaneous and 
intraarticular injection and infusion. 

Therapeutics of the invention are also suitably a<iministered by sustained- 
release systems. Suitable examples of sustained-release Therapeutics are 
administered orall y> rectally, parenterally, intracistemaUy, intravaginally, 
intraperitoneally, topically (as by powders, ointments, gels, drops or transdermal 
patch), bucally, or as an oral or nasal spray. "Pharmaceutically acceptable carrier- 
refers to a non-toxic solid, semisolid or liquid filler, diluent, encapsulating material or 
formulation auxiliary of any type. The term "parenteral" as used herein refers to 
modes of administration which include intravenous, intramuscular, intraperitoneal, 
intrastemal, subcutaneous and intraarticular injection and infusion. 
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Therapeutics of the invention are also suitably administered by sustained- 
release systems. Suitable examples of sustained-release Therapeutics include suitable 
polymeric materials (such as, for example, semi-permeable polymer matrices in the 
form of shaped articles, e.g., films, or mirocapsules), suitable hydrophobic materials 
5 (for example as an emulsion in an acceptable oil) or ion exchange resins, and 
sparingly soluble derivatives (such as, for example, a sparingly soluble salt). 

Sustained-release matrices include polylactides (U.S. Pat. No. 3,773,919, EP 
58,481), copolymers of L-glutamic acid and gamma-ethyl-L-glutamate (Sidman et aL, 
Biopolymers 22:547-556 (1983)), poly (2- hydroxyethyl methacrylate) (Langer et aL, 
10 J. Biomed. Mater. Res. 15:167-277 (1981), and Langer, Chem. Tech. 12:98-105 
(1982)), ethylene vinyl acetate (Langer et aL, Id.) or poly-D- (-)-3-hydroxybutyric 
acid (EP 133,988). 

Sustained-release Therapeutics also include liposomally entrapped 
Therapeutics of the invention (see generally, Langer, Science 249:1527-1533 (1990); 
1 5 Treat et aL, in Liposomes in the Tfierapy of Infectious Disease and Cancer, Lopez- 
Berestein and Fidler (eds.), Liss, New York, pp. 317 -327 and 353-365 (1989)). 
Liposomes containing the Therapeutic are prepared by methods known per se: DE 
3,218,121; Epstein et aL, Proc. Natl. Acad. Sci. (USA) 82:3688-3692 (1985); Hwang 
et aL, Proc. Natl. Acad. Sci.(USA) 77:4030-4034 (1980); EP 52,322; EP 36,676; EP 
20 88,046;EP 143,949;EP 142,641; Japanese Pat. Appl. 83-1 18008; U.S. Pat. Nos. 

4,485,045 and 4,544,545; and EP 102,324. Ordinarily, the liposomes are of the small 
(about 200-800 Angstroms) unilamellar type in which the lipid content is greater than 
about 30 mol. percent cholesterol, the selected proportion being adjusted for the 
optimal Therapeutic. 

25 In yet an additional embodiment, the Therapeutics of the invention are 

delivered by way of a pump (see Langer, supra; Sefton, CRC Crit Ref. Biomed. Eng. 
14:201 (1987); Buchwald et aL, Surgery 88:507 (1980); Saudek et aL, N. Engl. J. 
Med. 321:574(1989)). 

Other controlled release systems are discussed in the review by Langer 
30 (Science 249:1527-1533 (1990)). 

For parenteral administration, in one embodiment, the Therapeutic is 
formulated generally by mixing it at the desired degree of purity, in a unit dosage 
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injectable form (solution, suspension, or emulsion), with a pharmaceutical^ 
acceptable carrier, i.e., one that is non-toxic to recipients at the dosages and 
concentrations employed and is compatible with other ingredients of the formulation. 
For example, the formulation preferably does not include oxidizing agents and other 
compounds that are known to be deleterious to the Therapeutic. 

Generally, the formulations are prepared by contacting the Therapeutic 
uniformly and intimately with liquid carriers or finely divided solid carriers or both. 
Then, if necessary, the product is shaped into the desired formulation. Preferably the 
carrier is a parenteral carrier, more preferably a solution that is isotonic with the blood 
of the recipient. Examples of such carrier vehicles include water, saline, Ringer's 
solution, and dextrose solution. Non-aqueous vehicles such as fixed oils and ethyl 
oleate are also useful herein, as well as liposomes. 

The carrier suitably contains minor amounts of additives such as substances 
that enhance isotonicity and chemical stability. Such materials are non-toxic to 
recipients at the dosages and concentrations employed, and include buffers such as 
phosphate, citrate, succinate, acetic acid, and other organic acids or their salts; 
antioxidants such as ascorbic acid; low molecular weight (less than about ten 
residues) polypeptides, e.g., polyarginine or tripeptides; proteins, such as serum 
albumin, gelatin, or immunoglobulins; hydrophilic polymers such as 
polyvinylpyrroUdone; amino acids, such as glycine, glutamic acid, aspartic acid, or 
arginine; monosaccharides, disaccharides, and other carbohydrates including cellulose 
or its derivatives, glucose, manose, or dextrins; chelating agents such as EDTA; sugar 
alcohols such as mannitol or sorbitol; counterfoils such as sodium; and/or nonionic 
surfactants such as polysorbates, poloxamers, or PEG. 

The Therapeutic is typically formulated in such vehicles at a concentration of 
about 0.1 mg/ml to 100 mg/ml, preferably 1-10 mg/ml, at a pH of about 3 to 8. It will 
be understood that the use of certain of the foregoing excipients, carriers, or 
stabilizers will result in the formation of polypeptide salts. 

Any pharmaceutical used for therapeutic administration can be sterile. 
Sterility is readily accomplished by filtration through sterile filtration membranes 
(e.g., 0.2 micron membranes). Therapeutics generally are placed into a container 
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having a sterile access port, for example, an intravenous solution bag or vial having a 
stopper pierceable by a hypodermic injection needle. 

Therapeutics ordinarily will be stored in unit or multi-dose containers, for 
example, sealed ampoules or vials, as an aqueous solution or as a lyophilized 
5 formulation for reconstitution. As an example of a lyophilized formulation, 10-ml 
vials are filled with 5 ml of sterile-filtered 1% (w/v) aqueous Therapeutic solution, 
and the resulting mixture is lyophilized. The infusion solution is prepared by 
reconstituting the lyophilized Therapeutic using bacteriostatic Water-for-Injection. 
The invention also provides a pharmaceutical pack or kit comprising one or 
10 more containers filled with one or more of the ingredients of the Therapeutics of the 
invention. Associated with such container(s) can be a notice in the form prescribed by 
a governmental agency regulating the manufacture, use or sale of pharmaceuticals or 
biological products, which notice reflects approval by the agency of manufacture, use 
or sale for human adrninistration. In addition, the Therapeutics may be employed in 
1 5 conjunction with other therapeutic compounds. 

The Therapeutics of the invention may be administered alone or in 
combination with adjuvants. Adjuvants that may be administered with the 
Therapeutics of the invention include, but are not limited to, alum, alum plus 
deoxycholate (ImmunoAg), MTP-PE (Biocine Corp.), QS21 (Genentech, Inc.), BCG 
20 (e.g., THERACYS®), MPL and nonviable prepartions of Corynebacterium parvum. 
In a specific embodiment, Therapeutics of the invention are administered in 
combination with alum, hi another specific embodiment, Therapeutics of the 
invention are adrninistered in combination with QS-21. Further adjuvants that may be 
administered with the Therapeutics of the invention include, but are not limited to, 
25 Monophosphoryl lipid immunomodulator, AdjuVax 100a, QS-21, QS-18, CRL1005, 
Aluminum salts, MF-59, and Virosomal adjuvant technology. Vaccines that may be 
administered with the Therapeutics of the invention include, but are not limited to, 
vaccines directed toward protection against MMR (measles, mumps, rubella), polio, 
varicella, tetanus/diptheria, hepatitis A, hepatitis B, haemophilus influenzae B, 
30 whooping cough, pneumonia, influenza, Lyme's Disease, rotavirus, cholera, yellow 
fever, Japanese encephalitis, pohomyelitis, rabies, typhoid fever, and pertussis. 
Combinations maybe administered either concomitantly, e.g., as an admixture, 
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separately but simultaneously or concurrently, or sequentially. This includes 
presentations in which the combined agents are administered together as a therapeutic 
mixture, and also procedures in which the combined agents are administered 
separately but simultaneously, e.g., as through separate intravenous lines into the 
same individual. Administration "in combination" further includes the separate 
administration of one of the compounds or agents given first, followed by the second. 

The Therapeutics of the invention may be administered alone or in 
combination with other therapeutic agents. Therapeutic agents that may be 
administered in combination with the Therapeutics of the invention, include but not 
limited to, chemotherapeutic agents, antibiotics, steroidal and non-steroidal anti- 
inflammatories, conventional immunotherapeutic agents, and/or therapeutic 
treatments described below. Combinations may be administered either 
concomitantly, e.g., as an admixture, separately but simultaneously or concurrently; 
or sequentially. This includes presentations in which the combined agents are 
administered together as a therapeutic mixture, and also procedures in which the 
combined agents are administered separately but simultaneously, e.g., as through 
separate intravenous lines into the same individual. Administration "in combination- 
further includes the separate administration of one of the compounds or agents given 
first, followed by the second. 

In certain embodiments, Therapeutics of the invention are adinimstered in 
combination with antiretroviral agents, nucleoside/nucleotide reverse transcriptase 
inhibitors (NRTIs), non-nucleoside reverse transcriptase inhibitors (NNRTIs), and/or 
protease inhibitors (Pis). NRTIs that may be administered in combination with the 
Therapeutics of the invention, include, but are not limited to, RETROVIR™ 
(zidovudine/AZT), VE)EX™ (didanosine/ddl), HTVTD™ (zalcitabine/ddC), ZERTT™ 
(stavudine/d4T), EPIVTR™ (lamivudine/3TC) J and COMBTVTR™ 
(zidovudme/larmvuoine). NNRTIs that may be administered in combination with the 
Therapeutics of the invention, include, but are not limited to, VRAMUNE™ 
(nevirapine), RESCRIPTOR™ (delavirdine), and SUSTIVA™ (efavirenz). Protease 
inhibitors that may be administered in combination with the Therapeutics of the 
invention, include, but are not limited to, CRDOVAN™ (indinavir), NORVTR™ 
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(ritonavir), MVIRASE™ (saquinavir), and VIRACEPT™ (nelfinavir). In a specific 
embodiment, antiretroviral agents, nucleoside reverse transcriptase inhibitors, non- 
nucleoside reverse transcriptase inhibitors, and/or protease inhibitors may be used in 
any combination with Therapeutics of the invention to treat AIDS and/or to prevent 
5 or treat HIV infection. 

Additional NRTIs include LODENOSEStE™ (F-ddA; an acid-stable adenosine 
NRTI; Triangle/Abbott; COVIRACIL™ (emtricitabine/FTC; structurally related to 
lamivudine (3TC) but with 3- to 10-fold greater activity in vitro; Triangle/Abbott); 
dOTC (BCH-10652, also structurally related to lamivudine but retains activity 
10 against a substantial proportion of lamivudine-resistant isolates; Biochem Pharma); 
Adefovir (refused approval for anti-HTV therapy by FDA; Gilead Sciences); 
PREVEON® (Adefovir Dipivoxil, the active prodrug of adefovir, its active form is 
PMEA-pp); TENOFOVIR™ (bis-POC PMPA, a PMPA prodrug; Gilead); 
DAPD/DXG (active metabolite of DAPD; Triangle/Abbott); D-D4FC (related to 
15 3TC, with activity against AZT/3TC-resistant virus); GW420867X (Glaxo 

Wellcome); ZIAGEN™ (abacavir/159U89; Glaxo Wellcome Inc.); CS-87 (3'azido- 
2',3'-dideoxyuridine; WO 99/66936); and S-acyl-2-thioethyl (SATE)-bearing 
prodrug forms of p-L-FD4C and p-L-FddC (WO 98/17281). 

Additional NNRTIs include COACTTNON™ (Emivirme/MKC-442, potent 
20 NNRTI of the HEPT class; Triangle/Abbott); CAPRAVIRINE™ (AG-1 549/S-l 153, 
a next generation NNRTI with activity against viruses containing the K103N 
mutation; Agouron); PNU-142721 (has 20- to 50-fold greater activity than its 
predecessor delavirdine and is active against K103N mutants; Pharmacia & Upjohn); 
DPC-961 and DPC-963 (second-generation derivatives of efavirenz, designed to be 
25 active against viruses with the K103N mutation; DuPont); GW-420867X (has 25-fold 
greater activity than HBY097 and is active against K103N mutants; Glaxo 
Wellcome); CALANOLIDE A (naturally occurring agent from the latex tree; active 
against viruses containing either or both the Y181C and K103N mutations); and 
Propolis (WO 99/49830). 
30 Additional protease inhibitors include LOPINAVIR™ (ABT378/r; Abbott 

Laboratories); BMS-232632 (an azapeptide; Bristol-Myres Squibb); TIPRANAVIR™ 
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(PNU-1 40690, a non-peptic dihydropyrone; Pharmacia & Upjohn); PD-178390 (a 
nonpeptidic dihydropyrone; Parke-Davis); BMS 232632 (an azapeptide; Bristol- 
Myers Squibb); L-756,423 (an indinavir analog; Merck); DMP-450 (a cyclic urea 
compound; Avid & DuPont); AG-1776 (a peptidomimetic with in vitro activity 
against protease inhibitor-resistant viruses; Agouron); VX-175/GW-433908 
(phosphate prodrug of amprenavir; Vertex & Glaxo Welcome); CGP61755 (Ciba); 
and AGENERASE™ (amprenavir; Glaxo Wellcome Inc.). 

Additional antiretroviral agents include fusion inhibitors/gp41 binders. 
Fusion inhibitors/gp41 binders include T-20 (a peptide from residues 643-678 of the 
HTV gp41 transmembrane protein ectodomain which binds to gp41 in its resting state 
and prevents transformation to the fusogenic state; Trimeris) and T-1249 (a second- 
generation fusion inhibitor, Trimeris). 

Additional antiretroviral agents include fusion inhibitors/chemokine receptor 
antagonists. Fusion inhibitors/chemokine receptor antagonists include CXCR4 
antagonists such as AMD 3100 (a bicyclam), SDF-1 and its analogs, and ALX40-4C 
(a canonic peptide), T22 (an 18 amino acid peptide; Trimeris) and the T22 analogs 
T134 and T140; CCR5 antagonists such as RANTES (9-68), AOP-RANTES, NNY- 
RANTES, and TAK-779; and CCR5/CXCR4 antagonists such as NSC 651016 (a 
distamycin analog). Also included are CCR2B, CCR3, and CCR6 antagonists. 
Chemokine recpetor agonists such as RANTES, SDF-1, MlP-la, MIP-10, etc., may 
also inhibit fusion. 

Additional antiretroviral agents include integrase inhibitors. Ihtegrase 
inhibitors include mcaffeoylquinic (DFQA) acids; L-chicoric acid (a 
dicafreoyltartaric (DCTA) acid); quinahzarin (QLC) and related anthraquinones; 
25 ZINTEVIR™ (AR 177, an oUgonucleotide that probably acts at cell surface rather 
than being a true integrase inhibitor, Arondex); and naphthols such as those disclosed 
in WO 98/50347. 

Additional antiretroviral agents include hydroxyarea-like compunds such as 
BCX-34 (a purine nucleoside phosphorylase inhibitor, Biocryst); ribonucleotide 
30 reductase inhibitors such as DIDOX™ (Molecules for Health); inosine 

monophosphate dehydrogenase (IMPDH) inhibitors sucha as VX-497 (Vertex); and 
mycophohc acids such as CellCept (mycophenolate mofetil; Roche). 



20 
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Additional antiretroviral agents include inhibitors of viral integrase, inhibitors 
of viral genome nuclear translocation such as arylene bis(methylketone) compounds; 
inhibitors of HIV entry such as AOP-RANTES, NNY-RANTES, RANTES-IgG 
fusion protein, soluble complexes of RANTES and glycosaminoglycans (GAG), and 
5 AMD-3 1 00; nucleocapsid zinc finger inhibitors such as dithiane compounds; targets 
of HTV Tat and Rev; and pharmacoenhancers such as ABT-378. 

Other antiretroviral therapies and adjunct therapies include cytokines and 
lymphokines such as MlP-la, MUMp, SDF-la, TL-2, PROLEUKIN™ 
(aldesleukin/L2-7001; Chiron), IL-4, IL-10, IL-12, and IL-13; interferons such as 
10 IFN-a2a; antagonists ofTNFs, NFkB, GM-CSF, M-CSF, and IL-10; agents that 
modulate immune activation such as cyclosporin and prednisone; vaccines such as 
Remune™ (HTV Immunogen), APL 400-003 (Apollon), recombinant gpl20 and 
fragments, bivalent (B/E) recombinant envelope glycoprotein, rgpl20CM235, MN 
rgpl20, SF-2 rgpl20, gpl20/soluble CD4 complex, Delta JR-FL protein, branched 
1 5 synthetic peptide derived from discontinuous gpl20 C3/C4 domain, fusion- 
competent immunogens, and Gag, Pol, Nef, and Tat vaccines; gene-based therapies 
such as genetic suppressor elements (GSEs; WO 98/54366), and intrakines 
(genetically modified CC chemokines targetted to the ER to block surface expression 
of newly synthesized CCR5 (Yang era/., PNAS 94:11567-72 (1997); Chen era/., 
20 Nat. Med. 3:1 1 10-16 (1997)); antibodies such as the anti-CXCR4 antibody 12G5, the 
anti-CCR5 antibodies 2D7, 5C7, PA8, PA9, PA10, PA11, PA12, and PA14, the aoti- 
CD4 antibodies Q4120 and RPA-T4, the anti-CCR3 antibody 7B11, the anti-gpl20 
antibodies 17b, 48d, 447-52D, 257-D, 268-D and 50.1, anti-Tat antibodies, anti-TNF- 
a antibodies, and monoclonal antibody 33 A; aryl hydrocarbon (AH) receptor 
25 agonists and antagonists such as TCDD, 3,3',4,4',5-pentachlorobiphenyl, 3,3',4,4'- 
tetrachlorobiphenyl, and a-naphthoflavone (WO 98/30213); and antioxidants such as 
y-L-glutamyl-L-cysteine ethyl ester (y-GCE; WO 99/56764). 

In a further embodiment, the Therapeutics of the invention are administered 
in combination with an antiviral agent. Antiviral agents that may be administered 
30 with the Therapeutics of me invention include, but are not limited to, acyclovir, 
ribavirin, amantadine, and remantidine. 
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In other embodiments, Therapeutics of the invention may be administered in 
combination with anti-opportunistic infection agents. Anti-opportunistic agents that 
may be administered in combination with the Therapeutics of the invention, include, 
but are not limited to, TRIMETHOPRIM-SULFAMETHOXAZOLE™, 
DAPSONE™, PENTAMIDINE™, ATOVAQUONE™, ISONIAZID™, 
RIFAMPIN^, PYRAZINAMIDE™, ETHAMBUTOL™, rifabutin™, - 

clarithromycin™, azithromycin™, ganciclovir™, 
foscarnet™, cidofovir™, fluconazole™, itraconazole™, 

KETOCONAZOLE™, ACYCLOVIR™, FAMCICOLVIR™, PYRIMETHAMINE™, 
LEUCOVORIN™, NEUPOGEN™ (fflgrastim/G-CSF), and LEUKINE™ 
(sargramostim/GM-CSF). In a specific embodiment, Therapeutics of the invention 
are used in any combination with TRIMETHOPRIM-SULFAMETHOXAZOLE™, 
DAPSONE™, PENTAMIDINE™, and/or ATOVAQUONE™ to prophylactically 
treat or prevent an opportunistic Pneumocystis carinii pneumonia infection. In 
another specific embodiment, Therapeutics of the invention are used in any 
combination with ISONIAZID™, RIFAMPIN™, PYRAZINAMIDE™, and/or 
ETHAMBUTOL™ to prophylactically treat or prevent an opportunistic 
Mycobacterium avium complex infection. In another specific embodiment, 
Therapeutics of the invention are used in any combination with RIFABUTIN™, 
CIARITHROMYCIN™, and/or AZITHROMYCIN™ to prophylactically treat or 
prevent an opportunistic Mycobacterium tuberculosis infection. In another specific 
embodiment, Therapeutics of the invention are used in any combination with 
GANCICLOVIR™, FOSCARNET™, and/or CIDOFOVIR™ to prophylactically treat 
or prevent an opportunistic cytomegalovirus infection. In another specific 
embodiment, Therapeutics of the invention are used in any combination with 
FLUCONAZOLE™, ITRACONAZOLE™, and/or KETOCONAZOLE™ to 
prophylactically treat or prevent an opportunistic fungal infection. In another 
specific embodiment, Therapeutics of the invention are used in any combination with 
ACYCLOVIR™ and/or FAMCICOLVIR™ to prophylactically treat or prevent an 
opportunistic herpes simplex virus type I and/or type H infection. In another specific 
embodiment, Therapeutics of the invention are used in any combination with 
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PYRIMETHAMINE 1 " and/or LEUCOVORIN™ to prophylactically treat or prevent 
an opportunistic Toxoplasma gondii infection. In another specific embodiment, 
Therapeutics of the invention are used in any combination with LEUCOVORIN™ 
and/or NEUPOGEN™ to prophylactically treat or prevent an opportunistic bacterial 
5 infection. 

In a further embodiment, the Therapeutics of the invention are administered 
in combination with an antibiotic agent. Antibiotic agents that may be administered 
with the Therapeutics of the invention include, but are not limited to, amoxicillin, 
beta-lactamases, aminoglycosides, beta-lactam (glycopeptide), beta-lactamases, 
1 0 Clindamycin, chloramphenicol, cephalosporins, ciprofloxacin, erythromycin, 

fluoroquinolones, macrolides, metronidazole, penicillins, quinolones, rapamycin, 
rifampin, streptomycin, sulfonamide, tetracyclines, trimethoprim, trimethoprim- 
sulfamethoxazole, and vancomycin. 

In other embodiments, Therapeutics of the invention are administered in 
1 5 combination with immunosuppressive agents. Immunosuppressive agents that may 
be administered in combination with the Therapeutics of the invention include, but are 
not limited to, steroids, cyclosporins cyclosporin analogs, cyclophosphamide 
methylprednisone, prednisone, azathioprine, FK-506, 15-deoxyspergualin, and other 
immunosuppressive agents that act by suppressing the function of responding T cells. 
20 Other immunosuppressive agents that may be administered in combination with the 
Therapeutics of the invention include, but are not limited to, prednisolone, 
methotrexate, thalidomide, methoxsalen, rapamycin, leflunomide, mizoribine 
(BREDININ™), brequinar, deoxyspergualin, and azaspirane (SKF 105685), 
ORTHOCLONE OKT® 3 (muromonab-CD3), SANDIMMUNE™, NEORAL™, 
25 SANGDYA™ (cyclosporine), PROGRAF® (FK506, tacrolimus), CELLCEPT® 
(mycophenolate motefil, of which the active metabolite is mycophenolic acid), 
IMURAN™ (azathioprine), glucocorticosteroids, adrenocortical steroids such as 
DELTASONE™ (prednisone) and HYDELTRASOL™ (prednisolone), FOLEX™ 
andMEXATE™ (methotrxate), OXSORALEN-ULTRA™ (methoxsalen) and 
30 RAPAMUNE™ (sirolimus). In a specific embodiment, immunosuppressants may be 
used to prevent rejection of organ or bone marrow transplantation. 
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In an additional embodiment, Therapeutics of the invention are administered 
alone or in combination with one or more intravenous immune globulin preparations. 
Intravenous immune globulin preparations that may be adniinistered with the 
Therapeutics of the invention include, but not limited to, GAMMAR™, 
IVEEGAM™, SANDOGLOBULIN™, GAMMAGARD S/D™, ATGAM™ 
(antithymocyte glubulin), and GAMIMUNE™. In a specific embodiment, 
Therapeutics of the invention are administered in combination with intravenous 
immune globulin preparations in transplantation therapy (e.g., bone marrow 
transplant). 

In certain embodiments, the Therapeutics of the invention are admmistered 
alone or in combination with an anti-inflammatory agent. Anti-inflammatory agents 
that may be administered with the Therapeutics of the invention include, but are not 
limited to, corticosteroids (e.g. betamethasone, budesonide, cortisone, 
dexamethasone, hydrocortisone, methylpredmsolone, prednisolone, prednisone, and 
triamcinolone), nonsteroidal anti-inflammatory drugs (e.g., diclofenac, diflunisal, 
etodolac, fenoprofen, floctafenine, flurbiprofen, ibuprofen, indomethacin, ketoprofen, 
meclofenamate, mefenamic acid, meloxicam, nabumetone, naproxen, oxaprozin, 
phenylbutazone, piroxicam, sulindac, tenoxicam, tiaprofenic acid, and tolmetin.), as 
well as antihistamines, aminoarylcarboxylic acid derivatives, arylacetic acid 
derivatives, arylbutyric acid derivatives, arylcarboxylic acids, arylpropionic acid 
derivatives, pyrazoles, pyrazolones, salicylic acid derivatives, tbiazinecarboxamides, 
e-acetamidocaproic acid, S-adenosylmethionine, 3-amino-4-hydroxybutyric acid, 
amixetrine, bendazac, benzydamine, bucolome, difenpiramide, ditazol, emorfazone, 
guaiazulene, nabumetone, nimesulide, orgotein, oxaceprol, paranyline, perisoxal, 
pifoxime, proquazone, proxazole, and tenidap. 

In an additional embodiment, the compositions of the invention are 
adniinistered alone or in combination with an anti-angjogenic agent. Anti-angiogenic 
agents that may be administered with the compositions of the invention include, but 
are not limited to, Angiostatin (Entremed, Rockville, MD), Troponin-1 (Boston Life 
Sciences, Boston, MA), anti-Invasive Factor, retinoic acid and derivatives thereof, 
paclitaxel (Taxol), Suramin, Tissue Inhibitor of Metalloproteinase-1, Tissue Inhibitor 
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of Metalloproteinase-2, VEGI, Plasminogen Activator Inhibitor-1, Plasminogen 
Activator Inhibitor-2, and various forms of the tighter "d group" transition metals. 

Lighter "d group" transition metals include, for example, vanadium, 
molybdenum, tungsten, titanium, niobium, and tantalum species. Such transition 
5 metal species may form transition metal complexes. Suitable complexes of the 
above-mentioned transition metal species include oxo transition metal complexes. 

Representative examples of vanadium complexes include oxo vanadium 
complexes such as vanadate and vanadyl complexes. Suitable vanadate complexes 
include metavanadate and orthovanadate complexes such as, for example, ammonium 
10 metavanadate, sodium metavanadate, and sodium orthovanadate. Suitable vanadyl 
complexes include, for example, vanadyl acetylacetonate and vanadyl sulfate 
including vanadyl sulfate hydrates such as vanadyl sulfate mono- and trihydrates. 

Representative examples of tungsten and molybdenum complexes also include 
oxo complexes. Suitable oxo tungsten complexes include tungstate and tungsten 
1 5 oxide complexes. Suitable tungstate complexes include ammonium tungstate, 

calcium tungstate, sodium tungstate dihydrate, and tungstic acid. Suitable tungsten 
oxides include tungsten (TV) oxide and tungsten (VI) oxide. Suitable oxo 
molybdenum complexes include molybdate, molybdenum oxide, and molybdenyl 
complexes. Suitable molybdate complexes include ammonium molybdate and its 
20 hydrates, sodium molybdate and its hydrates, and potassium molybdate and its 

hydrates. Suitable molybdenum oxides include molybdenum (VI) oxide, molybdenum 
(VI) oxide, and molybdic acid. Suitable molybdenyl complexes include, for example, 
molybdenyl acetylacetonate. Other suitable tungsten and molybdenum complexes 
include hydroxo derivatives derived from, for example, glycerol, tartaric acid, and 
25 sugars. 

A wide variety of other anti-angjogenic factors may also be utilized within the 
context of the present invention. Representative examples include, but are not limited 
to, platelet factor 4; protamine sulphate; sulphated chitin derivatives (prepared from 
queen crab shells), (Murata et al., Cancer Res. 51:22-26, (1991)); Sulphated 
30 Polysaccharide Peptidoglycan Complex (SP- PG) (the function of this compound may 
be enhanced by the presence of steroids such as estrogen, and tamoxifen citrate); 
Staurosporine; modulators of matrix metabolism, including for example, proline 
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analogs, cishydroxyproline, d^3,4-dehydroproline, Thiaproline, alpha,alpha- 
dipyridyl, aminopropionitrile fumarate; 4-propyl-5-(4-pyridinyl)-2(3H)-oxazoIone; 
Methotrexate; Mitoxantrone; Heparin; Interferons; 2 Macroglobulin-serum; ChIMP-3 
(Pavloff et al., J. Bio. Chem. 267:17321-17326, (1992)); Chymostatin (Tomkinson et 
5 al., Biochem J. 286:475-480, (1992)); Cyclodextrin Tetradecasulfate; Eponemycin; 
Camptothecin; Fumagillin (Ingber et al., Nature 348:555-557, (1990)); Gold Sodium 
Thiomalate ("GST"; Matsubara and Ziff, J. Clin. Invest 79:1440-1446, (1987)); 
anticollagenase-serum; alpha2-antiplasniin (Holmes et al., J. Biol. Chem. 
262(4):1659-1664, (1987)); Bisantrene (National Cancer Institute); Lobenzarit 
10 disodium (N-(2>carboxyphenyl-4- chloroanthroniUc acid disodium or "CCA"; 
(Takeuchi et al., Agents Actions 36:312-316, (1992)); and metalloproteinase 
inhibitors such as BB94. 

Additional anti-angiogenic factors that may also be utilized within the context 

of the present invention include Thalidomide, (Celgene, Warren, NJ); Angiostatic 
15 steroid; AGM-1470 (H. Brem and J. Folkman JPediatr. Surg. 28:445-51 (1993)); an 

integrin alpha v beta 3 antagonist (C. Storgard et al., J Clin. Invest. 103:47-54 

(1999)); camoxynammolmidazole; Caiboxyamidotriazole (CAT) (National Cancer 

Institute, Bethesda, MD); Conbretastatin A-4 (CA4P) (OXiGENE, Boston, MA); 

Squalamine (Magainin Pharmaceuticals, Plymouth Meeting, PA); TNP-470, (Tap 
20 Pharmaceuticals, Deerfield, IL); ZD-0101 AstraZeneca (London, UK); APRA 

(CT2584); Benefin, Byrostatin-1 (SC339555); CGP-41251 (PKC 412); CM101; 

Dexrazoxane (ICRF187); DMXAA; Endostatin; Havopridiol; Genestein; GTE; 

ImmTher, Iressa (ZD1839); Octreotide (Somatostatin); Panretin; PenaciUamine; 

Photopoint; PI-88; Prinomastat (AG-3340) Purlytin; Suradista (FCE26644); 
25 Tamoxifen (Nolvadex); Tazarotene; Tetrathiomolybdate; Xeloda (Capecitabine); and 

5-Fluorouracil. 

Anti-angiogenic agents that may be administed in combination with the 
compounds of the invention may work through a variety of mechanisms including, 
but not limited to, inhibiting proteolysis of the extracellular matrix, blocking the 
30 function of endothelial ceU-extracellular matrix adhesion molecules, by antagonizing 
the function of angiogenesis inducers such as growth factors, and inhibiting integrin 
receptors expressed on proliferating endothelial cells. Examples of anti-angiogenic 
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inhibitors that interfere with extracellular matrix proteolysis and which may be 
administered in combination with the compositons of the invention include, but are 
not Imited to, AG-3340 (Agouron, La Jolla, CA), BAY-12-9566 (Bayer, West Haven, 
CT), BMS-275291 (Bristol Myers Squibb, Princeton, NJ), CGS-27032A (Novartis, 
5 East Hanover, NJ), Marimastat (British Biotech, Oxford, UK), and Metastat (Aeterna, 
St-Foy, Quebec). Examples of anti-angiogenic inhibitors that act by blocking the 
function of endothelial cell-extracellular matrix adhesion molecules and which may 
be administered in combination with the compositons of the invention include, but are 
not Imited to, EMD-121974 (Merck KcgaA Darmstadt, Germany) and Vitaxin (Lcsys, 
10 La Jolla, CA/Medimmune, Gaithersburg, MD). Examples of anti-angiogenic agents 
that act by directly antagonizing or inhibiting angiogenesis inducers and which may 
be administered in combination with the compositons of the invention include, but are 
not Imited to, Angiozyme (Ribozyme, Boulder, CO), Anti-VEGF antibody 
(Genentech, S. San Francisco, CA), PTK-787/ZK-225846 (Novartis, Basel, 
15 Switzerland), SU-101 (Sugen, S. San Francisco, CA), SU-5416 (Sugen/ Pharmacia 
Upjohn, Bridgewater, NJ), and SU-6668 (Sugen). Other anti-angiogenic agents act to 
indirectly inhibit angiogenesis. Examples of indirect inhibitors of angiogenesis which 
may be administered in combination with the compositons of the invention include, 
but are not limited to, IM-862 (Cytran, Kirkland, WA), Merferon-alpha, EL-12 
20 (Roche, Nutley, NJ), and Pentosan polysulfate (Georgetown University, Washington, 
DC). 

In particular embodiments, the use of compositions of the invention in 
combination with anti-angiogenic agents is contemplated for the treatment, 
prevention, and/or amelioration of an autoimmune disease, such as for example, an 

25 autoimmune disease described herein. 

In a particidar embodiment, the use of compositions of the invention in 
combination with anti-angiogenic agents is contemplated for the treatment, 
prevention, and/or amelioration of arthritis. In a more particular embodiment, the use 
of compositions of the invention in combination with anti-angiogenic agents is 

30 contemplated for the treatment, prevention, and/or amelioration of rheumatoid 
arthritis. 
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In another embodiment, the polynucleotides encoding a polypeptide of the 
present invention are administered in combination with an angiogenic protein, or 
polynucleotides encoding an angiogenic protein. Examples of angiogenic proteins that 
may be administered with the compositions of the invention include, but are not 
5 limited to, acidic and basic fibroblast growth factors, VEGF- 1 , VEGF-2, VEGF-3, 
epidermal growth factor alpha and beta, platelet-derived endothelial cell growth 
factor, platelet-derived growth factor, tumor necrosis factor alpha, hepatocyte growth 
factor, insulin-like growth factor, colony stimulating factor, macrophage colony 
stimulating factor, granulocyte/macrophage colony stimulating factor, and nitric oxide 
10 synthase. 

In additional embodiments, compositions of the invention are administered in 
combination with a chemotherapeutic agent. Chemotherapeutic agents that may be 
administered with the Therapeutics of the invention include, but are not limited to 
alkylating agents such as nitrogen mustards (for example, MecWorethamine, 
15 cyclophosphamide, Cyclophosphamide Ifosfamide, Melphalan (L-sarcolysin), and 
ChlorambucU), emylenimines and methylmelamines (for example, 
Hexamethylmelamine and Thiotepa), alkyl sulfonates (for example, Busulfan), 
nitrosoureas (for example, Carmustine (BCNU), Lomustme (CCNU), Semustine 
(methyl-CCNU), and Streptozocin (streptozotocin)), triazenes (for example, 
20 Dacarbazine (DTIC; dimemyltriazenoimidazolecarboxamide)), folic acid analogs (for 
example, Methotrexate (amethopterin)), pyrimidine analogs (for example, 
Fluorouacil (5-fluorouracil; 5-FU), Floxuridine (fluorodeoxyuridine; FudR), and 
Cytarabine (cytosine arabinoside)), purine analogs and related inhibitors (for 
example, Mercaptopurine (6-mercaptopurine; 6-MP), Thioguanine (6-thioguanine; 
25 TG), and Pentostatin (2'-deoxycoformycin)), vinca alkaloids (for example, 
Vinblastine (VLB, vinblastine sulfate)) and Vincristine (vincristine sulfate)), 
epipodophyllotoxins (for example, Etoposide and Teniposide), antibiotics (for 
example, Dactinomycin (actinomycin D), Daunorubicin (daunomycin; rubidomycin), 
Doxorubicin, Bleomycin, Plicamycin (mithramycin), and Mitomycin (mitomycin Q, 
30 enzymes (for example, L-Asparagmase), biological response modifiers (for example, 
Interferon-alpha and interferon-alpha-2b), platinum coordination compounds (for 
example, Cisplatin (cis-DDP) and Carboplatin), anthracenedione (Mitoxantrone), 
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substituted ureas (for example, Hydroxyurea), raethylhydrazine derivatives (for 
example, Procarbazine (N-methylhydrazine; MIH), adrenocorticosteroids (for 
example, Prednisone), progestins (for example, Hydroxyprogesterone caproate, 
Medroxyprogesterone, Medroxyprogesterone acetate, and Megestrol acetate), 
estrogens (for example, Diethylstilbestrol (DES), Diethylstilbestrol diphosphate, 
Estradiol, and Ethinyl estradiol), antiestrogens (for example, Tamoxifen), androgens 
(Testosterone proprionate, and Fluoxymesterone), antiandrogens (for example, 
Flutamide), gonadotropin-releasing horomone analogs (for example, Leuprolide), 
other hormones and hormone analogs (for example, methyltestosterone, estramustine, 
estramustine phosphate sodium, chlorotrianisene, and testolactone), and others (for 
example, dicarbazine, glutamic acid, and mitotane). 

In one embodiment, the compositions of the invention are administered in 
combination with one or more of the following drugs: infliximab (also known as 
Remicade™ Centocor, Inc.), Trocade (Roche, RO-32-3555), Leflunomide (also 
known as Arava™ from Hoechst Marion Roussel), Kineret™ (an IL-1 Receptor 
antagonist also known as Anakinra from Amgen, Inc.) 

In a specific embodiment, compositions of the invention are administered in 
combination with CHOP (cyclophosphamide, doxorubicin, vincristine, and 
prednisone) or combination of one or more of the components of CHOP. In one 
embodiment, the compositions of the invention are administered in combination with 
anti-CD20 antibodies, human monoclonal anti-CD20 antibodies. In another 
embodiment, the compositions of the invention are administered in combination with 
anti-CD20 antibodies and CHOP, or anti-CD20 antibodies and any combination of 
one or more of the components of CHOP, particularly cyclophosphamide and/or 
prednisone. In a specific embodiment, compositions of the invention are administered 
in combination with Rituximab. In a further embodiment, compositions of the 
invention are administered with Rituximab and CHOP, or Rituximab and any 
combination of one or more of the components of CHOP, particularly 
cyclophosphamide and/or prednisone. In a specific embodiment, compositions of the 
invention are administered in combination with tositumomab. In a further 
embodiment, compositions of the invention are administered with tositumomab and 
CHOP, or tositumomab and any combination of one or more of the components of 
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CHOP, particularly cyclophosphamide and/or prednisone. The anti-CD20 antibodies 
may optionally be associated with radioisotopes, toxins or cytotoxic prodrugs. 

In another specific embodiment, the compositions of the invention are 
administered in combination Zevalin™. In a further embodiment, compositions of file 
invention are administered with Zevalin™ and CHOP, or Zevalin™ and any 
combination of one or more of the components of CHOP, particularly 
cyclophosphamide and/or prednisone. Zevalin™ may be associated with one or more 
radisotopes. Particularly preferred isotopes are and 1 n In. 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with cytokines. Cytokines that may be administered 
with the Therapeutics of the invention include, but are not limited to, JL2, DL3, IL4, 
EL5, JL6, TL7, IL10, IL12, IL13, IL15, anti-CD40, CD40L, IFN-gamma and TNF- 
alpha. In another embodiment, Therapeutics of the invention may be administered 
with any interleukin, including, but not limited to, IL-lalpha, IL-lbeta, JL-2, IL-3, 
IL-4, EL-5, IL-6, IL-7, IL-8, IL-9, IL-10, IL-1 1, IL-12, IL-13, 11^14, IL-15, IL-16, 
IL-17, IL-18, IL-19, IL-20, and IL-21. 

In one embodiment, the Therapeutics of the invention are administered in 
combination with members of the TNF family. TNF, TNF-related or TNF-like 
molecules that may be administered with the Therapeutics of the invention include, 
but are not limited to, soluble forms of TNF-alpha, lymphotoxin-ahj>ha (LT-alpha, 
also known as TNF-beta), LT-beta (found in complex heterotrimer LT-alpha2-beta), 
OPGL, FasL, CD27L, CD30L, CD40L, 4-1BBL, DcR3, OX40L, TNF-gamma 
(Intemational Publication No. WO 96/14328), AIM-I (Intemational Publication No. 
WO 97/33899), endokine-alpha (Inteniational Publication No. WO 98/07880), OPG, 
and neutrokine-alpha (International Publication No. WO 98/18921, OX40, and nerve 
growth factor (NGF), and soluble forms of Fas, CD30, CD27, CD40 and 4-EBB, TR2 
(International Publication No. WO 96/34095), DR3 (Intemational Publication No. 
WO 97/33904), DR4 (International Publication No. WO 98/32856), TR5 
(International Publication No. WO 98/30693), TRANK, TR9 (International 
Pubhcation No. WO 98/56892),TR10 (International Publication No. WO 98/54202), 
312C2 (Intemational PubUcation No. WO 98/06842), and TR12, and soluble forms 
CD154, CD70, and CD153. 
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In an additional embodiment, the Therapeutics of the invention are 
administered in combination with angiogenic proteins. Angiogenic proteins that may 
be administered with the Therapeutics of the invention include, but are not limited to, 
Glioma Derived Growth Factor (GDGF), as disclosed in European Patent Number 
EP-399816; Platelet Derived Growth Factor-A (PDGF-A), as disclosed in European 
Patent Number EP-6821 10; Platelet Derived Growth Factor-B (PDGF-B), as 
disclosed in European Patent Number EP-282317; Placental Growth Factor (P1GF), as 
disclosed in International Publication Number WO 92/061 94; Placental Growth 
Factor-2 (P1GF-2), as disclosed in Hauser et al., Growth Factors, 4:259-268 (1993); 
Vascular Endothelial Growth Factor (VEGF), as disclosed in International Publication 
Number WO 90/13649; Vascular Endothelial Growth Factor-A (VEGF-A), as 
disclosed in European Patent Number EP-506477; Vascular Endothelial Growth 
Factor-2 (VEGF-2), as disclosed in International Publication Number WO 96/39515; 
Vascular Endothelial Growth Factor B (VEGF-3); Vascular Endothelial Growth 
Factor B-l 86 (VEGF-B 1 86), as disclosed in International Publication Number WO • 
96/26736; Vascular Endothelial Growth Factor-D (VEGF-D), as disclosed in 
International Publication Number WO 98/02543; Vascular Endothelial Growth 
Factor-D (VEGF-D), as disclosed in International Publication Number WO 98/07832; 
and Vascular Endothelial Growth Factor-E (VEGF-E), as disclosed in German Patent 
Number DEI 9639601. The above mentioned references are herein incorporated by 
reference in their entireties.. 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with Fibroblast Growth Factors. Fibroblast Growth 
Factors that may be administered with the Therapeutics of the invention include, but 
are not limited to, FGF-1, FGF-2, FGF-3, FGF-4, FGF-5, FGF-6, FGF-7, FGF-8, 
FGF-9, FGF-1 0, FGF-1 1, FGF-12, FGF-13, FGF-14, and FGF-15. 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with hematopoietic growth factors. Hematopoietic 
growth factors that may be administered with the Therapeutics of the invention 
include, but are not limited to, granulocyte macrophage colony stimulating factor 
(GM-CSF) (sargramostim, LEUKINE™, PROKINE™), granulocyte colony 
stimulating factor (G-CSF) (filgrastim, NEUPOGEN™), macrophage colony 
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stimulating factor (M-CSF, CSF-1) erythropoietin (epoetin alfa, EPOGEN™, 
PROCRTT™), stem cell factor (SCF, c-kit ligand, steel factor), megakaryocyte 
colony stimulating factor, PDCY321 (a GMCSF/IL-3 fusion protein), interleukins, 
especially any one or more of IL-1 through IL-12, interferon-gamma, or 
thrombopoietin. 

In certain embodiments, Therapeutics of the present invention are 
administered in combination with adrenergic blockers, such as, for example, 
acebutolol, atenolol, betaxolol, bisoprolol, carteolol, labetalol, metoprolol, nadolol, 
oxprenolol, penbutolol, pindolol, propranolol, sotalol, and timolol. 

In another embodiment, the Therapeutics of the invention are administered in 
combination with an antiarrhythmic drug (e.g., adenosine, amidoarone, bretylium, 
digitalis, digoxin, digitoxin, diliazem, disopyramide, esmolol, flecainide, lidocaine, 
mexiletine, moricizine, phenytoin, procainamide, N-acetyl procainamide, 
propafenone, propranolol, quinidine, sotalol, tocainide, and verapamil). 

In another embodiment, the Therapeutics of the invention are administered in 
combination with diuretic agents, such as carbonic anhydrase-inhibiting agents (e.g., 
acetazolamide, dichlorphenamide, and methazolamide), osmotic diuretics (e.g., 
glycerin, isosorbide, mannitol, and urea), diuretics that inhibit Na + -K + -2C1* symport 
(e.g., furosemide, bumetanide, azosemide, piretanide, tripamide, ethacrynic acid, 
muzohmine, and torsemide), thiazide and thiazide-like diuretics (e.g., 
bendroflumethiazide, benzthiazide, chlorothiazide, hydrochlorothiazide, 
hydroflumethiazide, methyclothiazide, polythiazide, trichormethiazide, 
chlorthalidone, indapamide, metolazone, and quinethazone), potassium sparing 
diuretics (e.g., amiloride and triamterene), and mineralcorticoid receptor antagonists 
(e g., spironolactone, canrenone, and potassium canrenoate). 

In one embodiment, the Therapeutics of the invention are administered in 
combination with treatments for endocrine and/or hormone imbalance disorders. 
Treatments for endocrine and/or hormone imbalance disorders include, but are not 
limited to, n \ radioactive isotopes of iodine such as 13, I and ,23 I; recombinant 
growth hormone, such as HUMATROPE™ (recombinant somatropin); growth 
hormone analogs such as PROTROPIN™ (somatrem); dopamine agonists such as 
PARLODEL™ (bromocriptine); somatostatin analogs such as SANDOSTATIN™ 
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(octreotide); gonadotropin preparations such as PREGNYL™, A.P.L ™ and 
PROFASI™ (chorionic gonadotropin (CG)), PERGONAL™ (menotropins), and 
METRODIN™ (urofollitropin (uFSH)); synthetic human gonadotropin releasing 
hormone preparations such as FACTREL™ and LUTREPULSE™ (gonadorelin 
hydrochloride); synthetic gonadotropin agonists such as LUPRON™ (leuprolide 
acetate), SUPPRELIN™ (histrelin acetate), SYNAREL™ (nafareUn acetate), and 
ZOLADEX™ (goserelin acetate); synthetic preparations of thyrotropin-releasing 
hormone such as RELEFACT TRH™ and THYPINONE™ (protirelin); recombinant 
human TSH such as THYROGEN™; synthetic preparations of the sodium salts of the 
natural isomers of thyroid hormones such as L-T 4 ™, SYNTHROID™ and 
LEVOTHROID™ (levothyroxine sodium), L-T 3 ™, CYTOMEL™ and TRIOSTAT™ 
(liothyroine sodium), and THYROLAR™ (liotrix); antithyroid compounds such as 6- 
n-propylthiouracil (propylthiouracil), l-methyl-2-mercaptoimidazole and 
TAPAZOLE™ (methimazole), NEO-MERCAZOLE™ (caibimazole); beta-adrenergic 
receptor antagonists such as propranolol and esmolol; Ca 2+ channel blockers; 
dexamethasone and iodinated radiological contrast agents such as TELEPAQUE™ 
(iopanoic acid) and ORAGRAFIN™ (sodium ipodate). 

Additional treatments for endocrine and/or hormone imbalance disorders 
include, but are not limited to, estrogens or congugated estrogens such as 
ESTRACE™ (estradiol), ESTINYL™ (ethinyl estradiol), PREMARIN™, 
ESTRATAB™, ORTHO-EST™, OGEN™ and estropipate (estrone), ESTROVIS™ 
(quinestrol), ESTRADERM™ (estradiol), DELESTROGEN™ and VALERGEN™ 
(estradiol valerate), DEPO-ESTRADIOL CYPIONATE™ and ESTROJECT LA™ 
(estradiol cypionate); antiestrogens such as NOLVADEX™ (tamoxifen), 
SEROPHENE™ and CLOM3D™ (clomiphene); progestins such as DURALUTIN™ 
(hydroxyprogesterone caproate), MPA™ and DEPO-PROVERA™ 
(medroxyprogesterone acetate), PROVERA™ and CYCRJN™ (MPA), MEGACE™ 
(megestrol acetate), NORLUTIN™ (norethindrone), and NORLUTATE™ and 
AYGESTIN™ (norethindrone acetate); progesterone implants such as NORPLANT 
SYSTEM™ (subdermal implants of norgestrel); antiprogestins such as RU 486™ 
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(mifepristone); hormonal contraceptives such as ENOVTD™ (norethynodrel plus 
mestranol), PROGESTASERT™ (intrauterine device that releases progesterone), 
LOESTRIN™, BREVICON™, MODICON™, GENORA™, NELONA™, 
NORINYL™, OVACON-35™ and OVACON-50™ (ethinyl estradiol/norethindrone), 
5 LEVLEN™, NORDETTE™, TRI-LEVLEN™ and TRIPHASIL-21™ (ethinyl 

estradiol/levonorgestrel) LO/OVRAL™ and OVRAL™ (ethinyl estradiol/norgestrel), 
DEMULEN™ (ethinyl estradiol/ethynodiol diacetate), NORINYL™, ORTHO- 
NOVUM™, NORETHEN™, GENORA™, andNELOVA™ (norethindrone/mestranol), 
DESOGEN™ and ORTHO-CEPT™ (ethinyl estradiol/desogestrel), ORTHO- 

10 CYCLEN™ and ORTHO-TRICY CLEN™ (ethinyl estradiol/norgestimate), 

MICRONOR™ and NOR-QD™ (norethindrone), and OVRETTE™ (norgestrel). 

Additional treatments for endocrine and/or hormone imbalance disorders 
include, but are not limited to, testosterone esters such as methenolone acetate and 
testosterone undecanoate; parenteral and oral androgens such as TESTOJECT-50™ 

1 5 (testosterone), TESTEX™ (testosterone propionate), DELATESTRYL™ (testosterone 
enanthate), DEPO-TESTOSTERONE™ (testosterone cypionate), DANOCRINE™ 
(danazol), HALOTESTIN™ (fluoxymesterone), ORETON METHYL™, TESTRED™ 
and VIRILON™ (methyltestosterone), and OXANDRIN™ (oxandrolone); 
testosterone transdermal systems such as TESTODERM™; androgen receptor 

20 antagonist and 5-alpha-reductase inhibitors such as ANDROCUR™ (cyproterone 

acetate), EULEXIN™ (flutamide), and PROSCAR™ (finasteride); adrenocorticotropic 
hormone preparations such as CORTROSYN™ (cosyntropin); adrenocortical steroids 
and their synthetic analogs such as ACLOVATE™ (alclometasone dipropionate), 
CYCLOCORT™ (amcinonide), BECLOVENT™ and VANCERIL™ (beclomethasone 

25 dipropionate), CELESTONE™ (betamethasone), BENISONE™ and UTICORT™ 
(betamethasone benzoate), DIPROSONE™ (betamethasone dipropionate), 
CELESTONE PHOSPHATE™ (betamethasone sodium phosphate), CELESTONE 
SOLUSPAN™ (betamethasone sodium phosphate and acetate), BETA-VAL™ and 
VALISONE™ (betamethasone valerate), TEMOVATE™ (clobetasol propionate), 

30 CLODERM™ (clocortolone pivalate), CORTEF™ and HYDROCORTONE™ 
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(Cortisol (hydrocortisone)), HYDROCORTONE ACETATE™ (Cortisol 
(hydrocortisone) acetate), LOCOID™ (Cortisol (hydrocortisone) butyrate), 
HYDROCORTONE PHOSPHATE™ (Cortisol (hydrocortisone) sodium phosphate), 
A-HYDROCORT™ and SOLU CORTEF™ (Cortisol (hydrocortisone) sodium 
5 succinate), WESTCORT™ (Cortisol (hydrocortisone) valerate), CORTISONE 
ACETATE™ (cortisone acetate), DESOWEN™ and TRIDESILON™ (desonide), 
TOPICORT™ (desoximetasone), DECADRON™ (dexamethasone), DECADRON 
LA™ (dexamethasone acetate), DECADRON PHOSPHATE™ and HEXADROL 
PHOSPHATE™ (dexamethasone sodium phosphate), FLORONE™ and 
10 MAXIFLOR™ (diflorasone diacetate), FLORINEF ACETATE™ (fludrocortisone 
acetate), AEROBE)™ and NASALIDE™ (flunisolide), FLUON1D™ and 
SYNALAR™ (fluocinolone acetonide), LIDEX™ (fluocinonide), FLUOR-OP™ and 
FML™ (fluorometholone), CORDRAN™ (flurandrenolide), HALOG™ (halcinonide), 
HMS LIZUIFILM™ (medrysone), MEDROL™ (methylprednisolone), DEPO- 
1 5 MEDROL™ and MEDROL ACETATE™ (methylprednisone acetate), A- 

METHAPRED™ and SOLUMEDROL™ (methylprednisolone sodium succinate), 
ELOCON™ (mometasone furoate), HALDRONE™ (paramethasone acetate), 
DELTA-CORTEF™ (prednisolone), ECONOPRED™ (prednisolone acetate), 
HYDELTRASOL™ (prednisolone sodium phosphate), HYDELTRA-T.B A™ 
20 (prednisolone tebutate), DELTASONE™ (prednisone), ARISTOCORT™ and 
KENACORT™ (triamcinolone), KENALOG™ (triamcinolone acetonide), 
ARISTOCORT™ and KENACORT DIACETATE™ (triamcinolone diacetate), and 
ARISTOSPAN™ (triamcinolone hexacetonide); inhibitors of biosynthesis and action 
of adrenocortical steroids such as CYTADREN™ (ammoglutethimide), NIZORAL™ 
25 (ketoconazole), MODRASTANE™ (trilostane), and METOPIRONE™ (metyrapone); 
bovine, porcine or human insulin or mixtures thereof; insulin analogs; recombinant 
human insulin such as HUMULIN™ and NOVOLIN™; oral hypoglycemic agents 
such as ORAMIDE™ and ORINASE™ (tolbutamide), DIABINESE™ 
(chlorpropamide), TOLAMIDE™ and TOLMASE™ (tolazamide), DYMELOR™ 
30 (acetohexamide), glibenclamide, MICRONASE™, DIBETA™ and GLYNASE™ 
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(glyburide), GLUCOTROL™ (glipizide), and DIAMCRON™ (gliclazide), 
GLUCOPHAGE™ (metfonnin), ciglitazone, pioglitazone, and alpha-glucosidase 
inhibitors; bovine or porcine glucagon; somatostatins such as SANDOSTATIN™ 
(octreotide); and diazoxides such as PROGLYCEM™ (diazoxide). 

Li one embodiment, the Therapeutics of the invention are administered in 
combination with treatments for uterine motility disorders. Treatments for uterine 
motility disorders include, but are not limited to, estrogen drugs such as conjugated 
estrogens (e.g., PREMARIN® and ESTRATAB®), estradiols (e.g., CLEMARA® and 
ALORA®), estropipate, and chlorotrianisene; progestin drugs (e.g., AMEN® 
(medroxyprogesterone), MICRONOR® (norethidrone acetate), PROMETRIUM® 
progesterone, and megestrol acetate); and estrogen/progesterone combination 
therapies such as, for example, conjugated estrogens/medroxyprogesterone (e.g., 
PREMPRO™ and PREMPHASE®) and norethindrone acetate/ethinyl estsradiol (e.g., 
FEMHRT™). 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with drugs effective in treating iron deficiency and 
hypochromic anemias, including but not limited to, ferrous sulfate (iron sulfate, 
FEOSOL™), ferrous fumarate (e.g., FEOSTAT™), feirous gluconate (e.g., 
FERGON™), polysaccharide-iron complex (e.g., NIFEREX™), iron dextran 
injection (e.g., INFED™), cupric sulfate, pyroxidine, riboflavin, Vitamin B, 2 , 
cyancobalamin injection (e.g., REDISOL™, RUBRAMIN PC™), hydroxocobalamin, 
folic acid (e.g., FOLV1TE™), leucovorin (folinic acid, 5-CHOH4PteGlu, citiovorum 
factor) or WELLCOVORIN (Calcium salt of leucovorin), transferrin or ferritin. 

In certain embodiments, the Therapeutics of the invention are administered in 
combination with agents used to treat psychiatric disorders. Psychiatric drugs that 
maybe administered with the Therapeutics of the invention include, but are not 
limited to, antipsychotic agents (e.g., chlorpromazine, chlorprothixene, clozapine, 
fluphenazihe, haloperidol, loxapine, mesoridazine, molindone, olanzapine, 
perphenazine, pimozide, quetiapine, risperidone, thioridazine, thiothixene, 
trifluoperazine, and triflupromazine), antimanic agents (e.g., carbamazepine, 
divalproex sodium, tithium carbonate, and htbium citrate), antidepressants (e.g., 
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amitriptyline, amoxapine, bupropion, citalopram, clomipramine, desipramine, 
doxepin, fluvoxamine, fluoxetine, imipramine, isocarboxazid, maprotiline, 
mirtazapine, nefazodone, nortriptyline, paroxetine, phenelzine, protriptyline, 
sertraline, tranylcypromine, trazodone, trimipramine, and venlafaxine), antianxiety 
5 agents (e.g., alprazolam, buspirone, chlordiazepoxide, clorazepate, diazepam, 
halazepam, lorazepam, oxazepam, and prazepam), and stimulants (e.g., d- 
amphetamine, methylphenidate, and pemoline). 

In other embodiments, the Therapeutics of the invention are administered in 
combination with agents used to treat neurological disorders. Neurological agents 
10 that may be administered with the Therapeutics of the invention include, but are not 
limited to, antiepileptic agents (e.g., carbamazepine, clonazepam, ethosuximide, 
phenobarbital, phenytoin, primidone, valproic acid, divalproex sodium, felbamate, 
gabapentin, lamotrigine, levetiracetam, oxcarbazepine, tiagabine, topiramate, 
zonisamide, diazepam, lorazepam, and clonazepam), antiparkinsonian agents (e.g., 
1 5 levodopa/carbidopa, selegiline, amantidine, bromocriptine, pergolide, ropinirole, 
pramipexole, benztropine; biperiden; ethopropazine; procyclidine; trihexyphenidyl, 
tolcapone), and ALS therapeutics (e.g. riluzole). 

In another embodiment, Therapeutics of the invention are administered in 
combination with vasodilating agents and/or calcium channel blocking agents. 
20 Vasodilating agents that may be administered with the Therapeutics of the invention 
include, but are not limited to, Angiotensin Converting Enzyme (ACE) inhibitors 
(e.g., papaverine, isoxsuprine, benazepril, captopril, cilazapril, enalapril, enalaprilat, 
fosinopril, lisinopril, moexipril, perindopril, quinapril, ramipril, spirapril, trandolapril, 
and nylidrin), and nitrates (e.g., isosorbide dinitrate, isosorbide mononitrate, and 
25 nitroglycerin). Examples of calcium channel blocking agents that may be 

administered in combination with the Therapeutics of the invention include, but are 
not limited to amlodipine, bepridil, diltiazem, felodipine, flunarizine, isradipine, 
nicardipine, nifedipine, nimodipine, and verapamil. 

In additional embodiments, the Therapeutics of the invention are administered 
30 in combination with other therapeutic or prophylactic regimens, such as, for example, 
radiation therapy. 
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Example 24: Method of Treating De creased Levels of the PolvnentM* 

The present invention relates to a method for treating an individual in need of 
an increased level of a polypeptide of the invention in the body comprising 
administering to such an individual a composition comprising a therapeutically 
5 effective amount of an agonist of the invention (including polypeptides of the 

invention). Moreover, it will be appreciated that conditions caused by a decrease in 
the standard or normal expression level of a secreted protein in an individual can be 
treated by administering the polypeptide of the present invention, preferably in the 
secreted form. Thus, the invention also provides a method of treatment of an 
10 individual in need of an increased level of the polypeptide comprising administering 
to such an individual a Therapeutic comprising an amount of the polypeptide to 
increase the activity level of the polypeptide in such an individual. 

For example, a patient with decreased levels of a polypeptide receives a daily 
dose 0.1-100 ug/kg of the polypeptide for six consecutive days. Preferably, the 
polypeptide is in the secreted form. The exact details of the dosing scheme, based on 
a(iministration and formulation, are provided in Example 23. 



15 



20 



Example 25; Method of Treating In creased Levels of the Polvnentirt* 

The present invention also relates to a method of treating an individual in need 
of a decreased level of a polypeptide of the invention in the body comprising 
administering to such an individual a composition comprising a therapeutically 
effective amount of an antagonist of the invention (including polypeptides and 
antibodies of the invention). 

In one example, antisense technology is used to inhibit production of a 
25 polypeptide of the present invention This technology is one example of a method of 
decreasing levels of a polypeptide, preferably a secreted form, due to a variety of 
etiologies, such as cancer. For example, a patient diagnosed with abnormally 
increased levels of a polypeptide is admmistered intravenously antisense 
polynucleotides at 0.5, 1.0, 1.5, 2.0 and 3.0 mg/kg day for 21 days. This treatment is 
30 repeated after a 7-day rest period if the treatment was well tolerated. The fonnulation 
of the antisense polynucleotide is provided in Example 23. 
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Example 26: Method of Treatment Using Ge ne Therapy-Ex Vivo 

One method of gene therapy transplants fibroblasts, which are capable of 
expressing a polypeptide, onto a patient. Generally, fibroblasts are obtained from a 
subject by skin biopsy. The resulting tissue is placed in tissue-culture medium and 
5 separated into small pieces. Small chunks of the tissue are placed on a wet surface of 
a tissue culture flask, approximately ten pieces are placed in each flask. The flask is 
turned upside down, closed tight and left at room temperature over night. After 24 
hours at room temperature, the flask is inverted and the chunks of tissue remain fixed 
to the bottom of the flask and fresh media (e.g., Ham's F12 media, with 10% FBS, 
10 penicillin and streptomycin) is added. The flasks are then incubated at 37 degree C 
for approximately one week. 

At this time, fresh media is added and subsequently changed every several 
days. After an additional two weeks in culture, a monolayer of fibroblasts emerge. 
The monolayer is trypsinized and scaled into larger flasks. 
15 pMV-7 (Kirschmeier, P.T. et al., DNA, 7:219-25 (1988)), flanked by the long 

terminal repeats of the Moloney murine sarcoma virus, is digested with EcoRI and 
Hindm and subsequently treated with calf intestinal phosphatase. The linear vector is 
fractionated on agarose gel and purified, using glass beads. 

The cDNA encoding a polypeptide of the present invention can be amplified 
20 using PCR primers which correspond to the 5* and 3' end sequences respectively as set 
forth in Example 1 using primers and having appropriate restriction sites and 
initiation/stop codons, if necessary. Preferably, the 5' primer contains an EcoRI site 
and the 3 ? primer includes a Hindm site. Equal quantities of the Moloney murine 
sarcoma virus linear backbone and the amplified EcoRI and Hindm fragment are 
25 added together, in the presence of T4 DNA ligase. The resulting mixture is 

maintained under conditions appropriate for ligation of the two fragments. The 
ligation mixture is then used to transform bacteria HB101 , which are then plated onto 
agar containing kanamycin for the purpose of confirming that the vector has the gene 
of interest properly inserted. 
30 The amphotropic pA3 1 7 or GP+aml2 packaging cells are grown in tissue 

culture to confluent density in Dulbecco's Modified Eagles Medium (DMEM) with 
10% calf serum (CS), penicillin and streptomycin. The MSV vector containing the 
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gene is then added to the media and the packaging cells transduced with the vector. 
The packaging cells now produce infectious viral particles containing the gene (the 
packaging cells are now referred to as producer cells). 

Fresh media is added to the transduced producer cells, and subsequently, the 
media is harvested from a 10 cm plate of confluent producer cells. The spent media, 
containing the infectious viral particles, is filtered through a millipore filter to remove 
detached producer cells and this media is then used to infect fibroblast cells. Media is 
removed from a sub-confluent plate of fibroblasts and quickly replaced with the 
media from the producer cells. This media is removed and replaced with fresh media. 
If the titer of virus is high, then virtually all fibroblasts will be infected and no 
selection is required. If the titer is very low, then it is necessary to use a retroviral 
vector that has a selectable marker, such as neo or his. Once the fibroblasts have been 
efficiently infected, the fibroblasts are analyzed to determine whether protein is 
produced. 

The engineered fibroblasts are then transplanted onto the host, either alone or 
after having been grown to confluence on cytodex 3 microcarrier beads. 

Example 27: Gene Ther apy Using Endogenous Genes Corresponding To 
Polynucleotides of the Invention 

Another method of gene therapy according to the present invention involves 
operably associating the endogenous polynucleotide sequence of the invention with a 
promoter via homologous recombination as described, for example, in U.S. Patent 
NO: 5,641 ,670, issued June 24, 1997; International Publication NO: WO 96/2941 1, 
published September 26, 1996; International Publication NO: WO 94/12650, 
published August 4, 1994; Koller et al., Proc. Natl. Acad. Sci. USA, 86:8932-8935 
(1989); and Zijlstra et al., Mrfure, 342:435-438(1989). This method involves the 
activation of a gene which is present in the target cells, but which is not expressed in 
the cells, or is expressed at a lower level than desired. 

Polynucleotide constructs are made which contain a promoter and targeting 
sequences, which are homologous to the 5' non-coding sequence of endogenous 
polynucleotide sequence, flanking the promoter. The targeting sequence will be 
sufficiently near the 5' end of the polynucleotide sequence so the promoter will be 
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operably linked to the endogenous sequence upon homologous recombination. The 
promoter and the targeting sequences can be amplified using PCR. Preferably, the 
amplified promoter contains distinct restriction enzyme sites on the 5 1 and 3' ends. 
Preferably, the 3' end of the first targeting sequence contains the same restriction 
enzyme site as the 5' end of the amplified promoter and the 5* end of the second 
targeting sequence contains the same restriction site as the 3' end of the amplified 
promoter. 

The amplified promoter and the amplified targeting sequences are digested 
with the appropriate restriction enzymes and subsequently treated with calf intestinal 
phosphatase. The digested promoter and digested targeting sequences are added 
together in the presence of T4 DNA ligase. The resulting mixture is maintained under 
conditions appropriate for ligation of the two fragments. The construct is size 
fractionated on an agarose gel then purified by phenol extraction and ethanol 
precipitation. 

In this Example, the polynucleotide constructs are administered as naked 
polynucleotides via electroporation. However, the polynucleotide constructs may also 
be administered with transfection-facilitating agents, such as liposomes, viral 
sequences, viral particles, precipitating agents, etc. Such methods of delivery are 
known in the art. 

Once the cells are transfected, homologous recombination will take place 
which results in the promoter being operably linked to the endogenous polynucleotide 
sequence. This results in the expression of polynucleotide corresponding to the 
polynucleotide in the cell. Expression may be detected by immunological staining, or 
any other method known in the art. 

Fibroblasts are obtained from a subject by skin biopsy. The resulting tissue is 
placed in DMEM + 10% fetal calf serum. Exponentially growing or early stationary 
phase fibroblasts are trypsinized and rinsed from the plastic surface with nutrient 
medium. An aliquot of the cell suspension is removed for counting, and the remaining 
cells are subjected to centrifugation. The supernatant is aspirated and the pellet is 
resuspended in 5 ml of electroporation buffer (20 mM HEPES pH 7.3, 137 mM NaCl, 
5 mM KC1, 0.7 mM Na 2 HP0 4 , 6 mM dextrose). The cells are recentrifuged, the 
supernatant aspirated, and the cells resuspended in electroporation buffer containing 1 
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mg/ml acetylated bovine serum albumin. The final cell suspension contains 
approximately 3X10 6 cells/ml. Electroporation should be performed immediately 
following resuspension. 

Plasmid DNA is prepared according to standard techniques. For example, to 
construct a plasmid for targeting to the locus corresponding to the polynucleotide of 
the invention, plasmid pUCl 8 (MBI Fermentas, Amherst, NY) is digested with 
Hindm. The CMV promoter is amplified by PCR with an Xbal site on the 5' end and 
a BamHI site on the 3'end Two non-coding sequences are amplified via PCR: one 
non-coding sequence (fragment 1) is amplified with a Hindm site at the 5' end and an 
Xba site at the 3'end; the other non-coding sequence (fragment 2) is amplified with a 
BamHI site at the 5'end and a Hindm site at the 3'end. The CMV promoter and the 
fragments (1 and 2) are digested with the appropriate enzymes (CMV promoter - Xbal 
and BamHI; fragment 1 - Xbal; fragment 2 - BamHI) and ligated together. The 
resulting ligation product is digested with Hindm, and ligated with the HindHI- 
digested pUC18 plasmid. 

Plasmid DNA is added to a sterile cuvette with a 0.4 cm electrode gap 
(Bio-Rad). The final DNA concentration is generally at least 120 ug/ml. 0.5 ml of the 
cell suspension (containing approximately 1.5.X10 6 cells) is then added to the cuvette, 
and the cell suspension and DNA solutions are gently mixed. Electroporation is 
performed with a Gene-Pulser apparatus (Bio-Rad). Capacitance and voltage are set at 
960 uF and 250-300 V, respectively. As voltage increases, cell survival decreases, but 
the percentage of surviving cells that stably incorporate the introduced DNA into their 
genome increases dramatically. Given these parameters, a pulse time of 
approximately 14-20 mSec should be observed. 

Electroporated cells are maintained at room temperature for approximately 5 
min, and the contents of the cuvette are then gently removed with a sterile transfer 
pipette. The cells are added directly to 10 ml of prewarmed nutrient media (DMEM 
with 15% calf serum) in a 10 cm dish and incubated at 37 degree C. The following 
day, the media is aspirated and replaced with 10 ml of fresh media and incubated for a 
further 16-24 hours. 

The engineered fibroblasts are then injected into the host, either alone or after 
having been grown to confluence on cytodex 3 microcairier beads. The fibroblasts 
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now produce the protein product. The fibroblasts can then be introduced into a 
patient as described above. 

Example 28: Method of Treatment Using Gene Therapy - In Vivo 

5 Another aspect of the present invention is using in vivo gene therapy methods 

to treat disorders, diseases and conditions. The gene therapy method relates to the 
introduction of naked nucleic acid (DNA, RNA, and antisense DNA or RNA) 
sequences into an animal to increase or decrease the expression of the polypeptide. 
The polynucleotide of the present invention may be operatively linked to a promoter 

10 or any other genetic elements necessary for the expression of the polypeptide by the 
target tissue. Such gene therapy and delivery techniques and methods are known in 
the art, see, for example, WO90/11092, W098/11779; U.S. Patent NO. 5693622, 
5705151, 5580859; Tabata et al., Cardiovasc. Res. 35(3):470-479 (1997); Chao et al, 
Pharmacol. Res. 35(6):517-522 (1997); Wolff, Neuromuscul. Disord. 7(5):314-318 

15 (1997); Schwartz et al., Gene Ther. 3(5):405-411 (1996); Tsurumi et al., Circulation 
94(12):3281-3290 (1996) (incorporated herein by reference). 

The polynucleotide constructs may be delivered by any method that delivers 
injectable materials to the cells of an animal, such as, injection into the interstitial 
space of tissues (heart, muscle, skin, lung, liver, intestine and the like). The 

20 polynucleotide constructs can be delivered in a pharmaceutically acceptable liquid or 
aqueous carrier. 

The term "naked" polynucleotide, DNA or RNA, refers to sequences that are 
free from any delivery vehicle that acts to assist, promote, or facilitate entry into the 
cell, including viral sequences, viral particles, liposome formulations, lipofectin or 
25 precipitating agents and the like. However, the polynucleotides of the present 
invention may also be delivered in liposome formulations (such as those taught in 
Feigner P.L. et al. (1995) Ann. NY Acad. Sci. 772:126-139 and Abdallah B. et al. 
(1995) Biol. Cell 85(1): 1-7) which can be prepared by methods well known to those 
skilled in the art. 

30 The polynucleotide vector constructs used in the gene therapy method are 

preferably constructs that will not integrate into the host genome nor will they contain 
sequences that allow for replication. Any strong promoter known to those skilled in 
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the art can be used for driving the expression of DNA. Unlike other gene therapies 
techniques, one major advantage of introducing naked nucleic acid sequences into 
target cells is the transitory nature of the polynucleotide synthesis in the cells. Studies 
have shown that non-replicating DNA sequences can be introduced into cells to 
provide production of the desired polypeptide for periods of up to six months. 

The polynucleotide construct can be delivered to the interstitial space of 
tissues within the an animal, including of muscle, skin, brain, lung, liver, spleen, bone 
marrow, thymus, heart, lymph, blood, bone, cartilage, pancreas, kidney, gall bladder, 
stomach, intestine, testis, ovary, uterus, rectum, nervous system, eye, gland, and 
connective tissue. Interstitial space of the tissues comprises the intercellular fluid, 
mucopolysaccharide matrix among the reticular fibers of organ tissues, elastic fibers 
in the walls of vessels or chambers, collagen fibers of fibrous tissues, or that same 
matrix within connective tissue ensheathing muscle cells or in the lacunae of bone. It 
is similarly the space occupied by the plasma of the circulation and the lymph fluid of 
the lymphatic channels. Delivery to the interstitial space of muscle tissue is preferred 
for the reasons discussed below. They may be conveniently delivered by injection 
into the tissues comprising these cells. They are preferably delivered to and 
expressed in persistent, non-dividing cells which are differentiated, although delivery 
and expression may be achieved in non-differentiated or less completely 
differentiated cells, such as, for example, stem cells of blood or skin fibroblasts. In 
vivo muscle cells are particularly competent in their ability to take up and express 
polynucleotides. 

For the naked polynucleotide injection, an effective dosage amount of DNA or 
RNA will be in the range of from about 0.05 g/kg body weight to about 50 mg/kg 
body weight. Preferably the dosage will be from about 0.005 mg/kg to about 20 
mg/kg and more preferably from about 0.05 mg/kg to about 5 mg/kg. Of course, as 
the artisan of ordinary skill will appreciate, this dosage will vary according to the 
tissue site of injection. The appropriate and effective dosage of nucleic acid sequence 
can readily be determined by those of ordinary skill in the art and may depend on the 
condition being treated and the route of administration. The preferred route of 
administration is by the parenteral route of injection into the interstitial space of 
tissues. However, other parenteral routes may also be used, such as, inhalation of an 
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aerosol formulation particularly for delivery to lungs or bronchial tissues, throat or 
mucous membranes of the nose. In addition, naked polynucleotide constructs can be 
delivered to arteries during angioplasty by the catheter used in the procedure. 

The dose response effects of injected polynucleotide in muscle in vivo is 
determined as follows. Suitable template DNA for production of mRNA coding for 
polypeptide of the present invention is prepared in accordance with a standard 
recombinant DNA methodology. The template DNA, which may be either circular or 
linear, is either used as naked DNA or complexed with liposomes. The quadriceps 
muscles of mice are then injected with various amounts of the template DNA. 

Five to six week old female and male Balb/C mice are anesthetized by 
intraperitoneal injection with 0.3 ml of 2.5% Avertin. A 1.5 cm incision is made on 
the anterior thigh, and the quadriceps muscle is directly visualized. The template 
DNA is injected in 0. 1 ml of carrier in a 1 cc syringe through a 27 gauge needle over 
one minute, approximately 0.5 cm from the distal insertion site of the muscle into the 
knee and about 0.2 cm deep. A suture is placed over the injection site for future 
localization, and the skin is closed with stainless steel clips. 

After an appropriate incubation time (e.g., 7 days) muscle extracts are 
prepared by excising the entire quadriceps. Every fifth 15 urn cross-section of the 
individual quadriceps muscles is histochemically stained for protein expression. A 
time course for protein expression may be done in a similar fashion except that 
quadriceps from different mice are harvested at different times. Persistence of DNA 
in muscle following injection may be determined by Southern blot analysis after 
preparing total cellular DNA and HIRT supematants from injected and control mice. 
The results of the above experimentation in mice can be use to extrapolate proper 
dosages and other treatment parameters in humans and other animals using naked 
DNA. 

Example 29: Transgenic Animals. 

The polypeptides of the invention can also be expressed in transgenic animals. 
Animals of any species, including, but not limited to, mice, rats, rabbits, hamsters, 
guinea pigs, pigs, micro-pigs, goats, sheep, cows and non-human primates, e.g., 
baboons, monkeys, and chimpanzees may be used to generate transgenic animals. In a 
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specific embodiment, techniques described herein or otherwise known in the art, are 
used to express polypeptides of the invention in humans, as part of a gene therapy 
protocol. 

Any technique known in the art may be used to introduce the transgene (i.e., 
polynucleotides of the invention) into animals to produce the founder lines of 
transgenic animals. Such techniques include, but are not limited to, pronuclear 
microinjection (Paterson et al., Appl. Microbiol. Biotechnol. 40:691-698 (1994); 
Carver et al., Biotechnology (NY) 1 1 :1263-1270 (1993); Wright et al., Biotechnology 
(NY) 9:830-834 (1991); and Hoppe et al., U.S. Pat. No. 4,873,191 (1989)); retrovirus 
mediated gene transfer into germ lines (Van der Putten et al., Proc. Natl. Acad. Sci., 
USA 82:6148-6152 (1985)), blastocysts or embryos; gene targeting in embryonic 
stem cells (Thompson et al., Cell 56:313-321 (1989)); electroporation of cells or 
embryos (Lo, 1983, Mol Cell. Biol. 3:1803-1814 (1983)); introduction of the 
polynucleotides of the invention using a gene gun (see, e.g., Ulmer et al., Science 
259:1745 (1993); introducing nucleic acid constructs into embryonic pleuripotent 
stem cells and transferring the stem cells back into the blastocyst; and sperm- 
mediated gene transfer (Lavitrano et al., Cell 57:717-723 (1989); etc. For a review of 
such techniques, see Gordon, "Transgenic Animals," Intl. Rev. Cytol. 115:171-229 
(1989), which is incorporated by reference herein in its entirety. 

Any technique known in the art may be used to produce transgenic clones 
containing polynucleotides of the invention, for example, nuclear transfer into 
enucleated oocytes of nuclei from cultured embryonic, fetal, or adult cells induced to 
quiescence (Campell et al., Nature 380:64-66 (1996); Wilmut et al., Nature 385:810- 
813 (1997)). 

The present invention provides for transgenic animals that carry the transgene 
in all their cells, as well as animals which carry the transgene in some, but not all their 
cells, i.e., mosaic animals or chimeric. The transgene may be integrated as a single 
transgene or as multiple copies such as in concatamers, e.g., head-to-head tandems or 
head-to-tail tandems. The transgene may also be selectively introduced into and 
activated in a particular cell type by following, for example, the teaching of Lasko et 
al. (Lasko et al, Proc. Natl. Acad. Sci. USA 89:6232-6236 (1992)). The regulatory 
sequences required for such a cell-type specific activation will depend upon the 
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particular cell type of interest, and will be apparent to those of skill in the art. When 
it is desired that the polynucleotide transgene be integrated into the chromosomal site 
of the endogenous gene, gene targeting is preferred. Briefly, when such a technique is 
to be utilized, vectors containing some nucleotide sequences homologous to the 
endogenous gene are designed for the purpose of integrating, via homologous 
recombination with chromosomal sequences, into and disrupting the function of the 
nucleotide sequence of the endogenous gene. The transgene may also be selectively 
introduced into a particular cell type, thus inactivating the endogenous gene in only 
that cell type, by following, for example, the teaching of Gu et al. (Gu et al., Science 
265:103-106 (1994)). The regulatory sequences required for such a cell-type specific 
inactivation will depend upon the particular cell type of interest, and will be apparent 
to those of skill in the art. 

Once transgenic animals have been generated, the expression of the 
recombinant gene maybe assayed utilizing standard techniques. Initial screening 
may be accomplished by Southern blot analysis or PCR techniques to analyze animal 
tissues to verify that integration of the transgene has taken place. The level ofmKNA 
expression of the transgene in the tissues of the transgenic animals may also be 
assessed using techniques which include, but are not limited to, Northern blot analysis 
of tissue samples obtained from the animal, in situ hybridization analysis, and reverse 
transcriptase-PCR (rt-PCR). Samples of transgenic gene-expressing tissue may also 
be evaluated immunocytochemically or immunohistochemically using antibodies 
specific for the transgene product. 

Once the founder animals are produced, they may be bred, inbred, outbred, or 
crossbred to produce colonies of the particular animal. Examples of such breeding 
strategies include, but are not limited to: outbreeding of founder animals with more 
than one integration site in order to establish separate lines; inbreeding of separate 
lines in order to produce compound transgenics that express the transgene at higher 
levels because of the effects of additive expression of each transgene; crossing of 
heterozygous transgenic animals to produce animals homozygous for a given 
integration site in order to both augment expression and eliminate the need for 
screening of animals by DNA analysis; crossing of separate homozygous lines to 
produce compound heterozygous or homozygous lines; and breeding to place the 
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transgene on a distinct background that is appropriate for an experimental model of 
interest 

Transgenic animals of the invention have uses which include, but are not 
limited to, animal model systems useful in elaborating the biological function of 
polypeptides of the present invention, studying diseases, disorders, and/or conditions 
associated with aberrant expression, and in screening for compounds effective in 
ameliorating such diseases, disorders, and/or conditions. 

Example 30; Knock-Opt Animals. 

Endogenous gene expression can also be reduced by inactivating or "knocking 
out" the gene and/or its promoter using targeted homologous recombination. (E.g., 
see Smithies et al, Nature 317:230-234 (1985); Thomas & Capecchi, Cell 51:503- 
512 (1987); Thompson et al., Cell 5:313-321 (1989); each of which is incorporated by 
reference herein in its entirety). For example, a mutant, non-functional 
polynucleotide of the invention (or a completely unrelated DNA sequence) flanked by 
DNA homologous to the endogenous polynucleotide sequence (either the coding 
regions or regulatory regions of the gene) can be used, with or without a selectable 
marker and/or a negative selectable marker, to transfect cells that express 
polypeptides of the invention in vivo. In another embodiment, techniques known in 
the art are used to generate knockouts in cells that contain, but do not express the gene 
of interest. Insertion of the DNA construct, via targeted homologous recombination, 
results in inactivation of the targeted gene. Such approaches are particularly suited in 
research and agricultural fields where modifications to embryonic stem cells can be 
used to generate animal offspring with an inactive targeted gene (e.g., see Thomas & 
Capecchi 1987 and Thompson 1989, supra). However this approach can be routinely 
adapted for use in humans provided the recombinant DNA constructs are directly 
a(lministered or targeted to the required site in vivo using appropriate viral vectors that 
will be apparent to those of skill in the art. 

In further embodiments of the invention, cells that are genetically engineered 
to express the polypeptides of the invention, or alternatively, that are genetically 
engineered not to express the polypeptides of the invention (e.g., knockouts) are 
administered to a patient in vivo. Such cells may be obtained from the patient (i.e., 
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animal, including human) or an MHC compatible donor and can include, but are not 
limited to fibroblasts, bone marrow cells, blood cells (e^ lymphocytes), adipocytes, 
muscle cells, endothelial cells etc. The cells are genetically engineered in vitro using 
recombinant DNA techniques to introduce the coding sequence of polypeptides of the 
invention into the cells, or alternatively, to disrupt the coding sequence and/or 
endogenous regulatory sequence associated with the polypeptides of the invention, 
e.g. % by transduction (using viral vectors, and preferably vectors that integrate the 
transgene into the cell genome) or transfection procedures, including, but not limited 
to, the use of plasmids, cosmids, YACs, naked DNA, electroporation, liposomes, etc. 
The coding sequence of the polypeptides of the invention can be placed under the 
control of a strong constitutive or inducible promoter or promoter/enhancer to achieve 
expression, and preferably secretion, of the polypeptides of the invention. The 
engineered cells which express and preferably secrete the polypeptides of the 
invention can be introduced into the patient systemically, e.g., in the circulation, or 
intraperitoneally. 

Alternatively, the cells can be incorporated into a matrix and implanted in the 
body, e.g., genetically engineered fibroblasts can be implanted as part of a skin graft; 
genetically engineered endothelial cells can be implanted as part of a lymphatic or 
vascular graft. (See, for example, Anderson et aL U.S. Patent No. 5,399,349; and 
Mulligan & Wilson, U.S. Patent No. 5,460,959 each of which is incorporated by 
reference herein in its entirety). 

When the cells to be administered are non-autologous or non-MHC 
compatible cells, they can be administered using well known techniques which 
prevent the development of a host immune response against the introduced cells. For 
example, the cells may be introduced in an encapsulated form which, while allowing 
for an exchange of components with the immediate extracellular environment, does 
not allow the introduced cells to be recognized by the host immune system. 

Transgenic and "knock-out" animals of the invention have uses which include, 
but are not limited to, animal model systems useful in elaborating the biological 
function of polypeptides of the present invention, studying diseases, disorders, and/or 
conditions associated with aberrant expression, and in screening for compounds 
effective in ameliorating such diseases, disorders, and/or conditions. 
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Example 3 1; Production of an Antibody 

Hybridoma Technology 

The antibodies of the present invention can be prepared by a variety of 
methods. (See, Current Protocols, Chapter 2.) As one example of such methods, • 
cells expressing polypeptides) of the invention are administered to an animal to 
induce the production of sera containing polyclonal antibodies. In a preferred method, 
a preparation of polypeptide(s) of the invention is prepared and purified to render it 
substantially free of natural contaminants. Such a preparation is then introduced into 
an animal in order to produce polyclonal antisera of greater specific activity. 

Monoclonal antibodies specific for polypeptide^) of the invention are 
prepared using hybridoma technology. (Kohler et al. Nature 256:495 (1975); Kohler 
et al., Eur. J. Immunol. 6:51 1 (1976); Kohler et al., Eur. J. Immunol. 6:292 (1976); 
Hammerling et al., in: Monoclonal Antibodies and T-Cell Hybridomas, Elsevier, 
N.Y., pp. 563-681 (1981)). In general, an animal (preferably a mouse) is immunized 
with polypeptide^) of the invention, or, more preferably, with a secreted polypeptide- 
expressing cell. Such polypeptide-expressing cells are cultured in any suitable tissue 
culture medium, preferably in Earle's modified Eagle's medium supplemented with 
10% fetal bovine serum (inactivated at about 56°Q, and supplemented with about 10 
g/1 of nonessential amino acids, about 1,000 U/ml of penicillin, and about 100 ug/ml 
of streptomycin. 

The splenocytes of such mice are extracted and fused with a suitable myeloma 
cell line. Any suitable myeloma cell line may be employed in accordance with the 
present invention; however, it is preferable to employ the parent myeloma cell line 
(SP20), available from the ATCC. After fusion, the resulting hybridoma cells are 
selectively maintained in HAT medium, and then cloned by limiting dilution as 
described by Wands etal. (Gastroenterology 80:225-232(1981)). The hybridoma 
cells obtained through such a selection are then assayed to identify clones which 
secrete antibodies capable of binding the polypeptide® of the invention. 

Alternatively, additional antibodies capable of binding polypeptide^) of the 
invention can be produced in a two-step procedure using anti-idiotypic antibodies. 
Such a method makes use of the fact that antibodies are themselves antigens, and 
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therefore, it is possible to obtain an antibody which binds to a second antibody. In 
accordance with this method, protein specific antibodies are used to immunize an 
animal, preferably a mouse. The splenocytes of such an animal are then used to 
produce hybridoma cells, and the hybridoma cells are screened to identify clones 

5 which produce an antibody whose ability to bind to the polypeptide® of the 

invention protein-specific antibody can be blocked by polypeptide^) of the invention. 
Such antibodies comprise anti-idiotypic antibodies to the polypeptide® of the 
invention protein-specific antibody and are used to immunize an animal to induce 
formation of further polypeptide® of the invention protein-specific antibodies. 

10 For in vivo use of antibodies in humans, an' antibody is humanized". Such 

antibodies can be produced using genetic constructs derived from hybridoma cells 
producing the monoclonal antibodies described above. Methods for producing 
chimeric and humanized antibodies are known in the art and are discussed herein. 
(See, for review, Morrison, Science 229:1202 (1985); Oi et al., BioTechniques 4:214 

15 (1986); Cabilly et al., U.S. Patent No. 4,816,567; Taniguchi et al., EP 171496; 
Morrison et al., EP 173494; Neuberger et al., WO 8601533; Robinson et al., WO 
8702671; Boulianne et al., Nature 312:643 (1984); Neuberger et al., Nature 314:268 
(1985).) 

20 Isolation Of Antibody Fragments Directed polypeptide® of the invention From A 
Library Of scFvs 

Naturally occurring V-genes isolated from human PBLs are constructed into a 
library of antibody fragments which contain reactivities against polypeptide® of the 
invention to which the donor may or may not have been exposed (see e.g., U.S. Patent 

25 5,885,793 incorporated herein by reference in its entirety). 

Rescue of the Library. A library of scFvs is constructed from the RNA of 
human PBLs as described in PCT publication WO 92/01047. To rescue phage 
displaying antibody fragments, approximately 109 E. coli harboring the phagemid are 
used to inoculate 50 ml of 2xTY containing 1% glucose and 100 ug/ml of ampicillin 

30 (2xTY-AMP-GLU) and grown to an O.D. of 0.8 with shaking. Five ml of this culture 
is used to innoculate 50 ml of 2xTY-AMP-GLU, 2 x 108 TU of delta gene 3 helper 
(Ml 3 delta gene IB, see PCT publication WO 92/01047) are added and the culture 
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incubated at 37°C for 45 minutes without shaking and then at 37°C for 45 minutes 
with shaking. The culture is centrifuged at 4000 r.p.m. for 10 min. and the pellet 
resuspended in 2 liters of 2xTY containing 100 ug/ml ampicillin and 50 ug/ml 
kanamycin and grown overnight Phage are prepared as described in PCT publication 
WO 92/01047. 

M13 delta gene m is prepared as follows: M13 delta gene m helper phage 
does not encode gene m protein, hence the phage(mid) displaying antibody 
fragments have a greater avidity of binding to antigen. Infectious M13 delta gene III 
particles are made by growing the helper phage in cells harboring a pUC 19 derivative 
supplying the wild type gene III protein during phage morphogenesis. The culture is 
incubated for 1 hour at 37° C without shaking and then for a further hour at 37°C with 
shaking. Cells are spun down (IEC-Centra 8,400 r.p.m. for 10 min), resuspended in 
300 ml 2xTY broth containing 100 ug ampicillin/ml and 25 ug kanamycin/ml (2xTY- 
AMP-KAN) and grown overnight, shaking at 37°C. Phage particles are purified and 
concentrated from the culture medium by two PEG-precipitations (Sambrook et aL, 
1990), resuspended in 2 ml PBS and passed through a 0.45 urn filter (Minisart NML; 
Sartorius) to give a final concentration of approximately 1013 transducing units/ml 
(ampicillin-resistant clones). 

Panning of the Library. Immunotubes (Nunc) are coated overnight in PBS 
with 4 ml of either 100 ug/ml or 10 ug/ml of a polypeptide of the present invention. 
Tubes are blocked with 2% Marvel-PBS for 2 hours at 37°C and then washed 3 times 
in PBS. Approximately 1013 TU of phage is applied to the tube and incubated for 30 
minutes at room temperature tumbling on an over and under turntable and then left to 
stand for another 1.5 hours. Tubes are washed 10 times with PBS 0.1% Tween-20 
and 10 times with PBS. Phage are eluted by adding 1 ml of 100 mM triethylamine and 
rotating 15 minutes on an under and over turntable after which the solution is 
immediately neutralized with 0.5 ml of 1.0M Tris-HCL pH 7.4. Phage are then used 
to infect 10 ml of mid-log E. coli TGI by incubating eluted phage with bacteria for 30 
minutes at 37°C. The E. coli are then plated on TYE plates containing 1% glucose 
and 100 ug/ml ampicillin. The resulting bacterial library is then rescued with delta 
gene 3 helper phage as described above to prepare phage for a subsequent round of 
selection. This process is then repeated for a total of 4 rounds of affinity purification 
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with tube-washing increased to 20 times with PBS, 0.1% Tween-20 and 20 times with 

PBS for rounds 3 and 4. 

Characterization of Binders. Eluted phage from the 3rd and 4th rounds of 
selection are used to infect E. coli HB 2151 and soluble scFv is produced (Marks, et 
at, 1991) from single colonies for assay. ELISAs are performed with microtitre 
plates coated with either 10 pg/ml of the polypeptide of the present invention in 50 
mM bicarbonate pH 9.6. Clones positive in ELISA are further characterized by PCR 
frngerprinung (see, e.g., PCT publication WO 92/01047) and then by sequencing. 
These ELISA positive clones may also be further characterized by techniques known 
in the art, such as, for example, epitope mapping, binding affinity, receptor signal 
transduction, ability to block or competitively inhibit antibody/antigen binding, and 
competitive agonistic or antagonistic activity. 

Example 32: Assays Detecting Stimulation or Inhib ition of B cell Proliferation 
and Differentiation 

Generation of functional humoral immune responses requires both soluble and 
cognate signaling between B-lineage cells and their microenvironment. Signals may 
impart a positive stimulus that allows a B-lineage cell to continue its programmed 
development, or a negative stimulus that instructs the cell to arrest its current 
developmental pathway. To date, numerous stimulatory and inhibitory signals have been 
found to influence B cell responsiveness including IL-2, IL-4, IL-5, IL-6, IL-7, IL10, IL- 
13, IL-14 and IL-15. Interestingly, these signals are by themselves weak effectors but can, 
in combination with various co-stimulatory proteins, induce activation, proliferation, 
differentiation, homing, tolerance and death among B cell populations. 

One of the best studied classes of B-cell co-stimulatory proteins is the TNF- 
superfamily. Within this family CD40, CD27, and CD30 along with their respective 
ligands CD154, CD70, and CD153 have been found to regulate a variety of immune 
responses. Assays which allow for the detection and/or observation of the proliferation 
and differentiation of these B-cell populations and their precursors are valuable tools in 
detennining the effects various proteins may have on these B-cell populations in terms of 
proliferation and differentiation. Listed below are two assays designed to allow for the 
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detection of the differentiation, proliferation, or inhibition of B-cell populations and their 
precursors. 

In Vitro Assay : Purified polypeptides of the invention, or truncated forms 
thereof, is assessed for its ability to induce activation, proliferation, differentiation or 
inhibition and/or death in B-cell populations and their precursors. The activity of the 
polypeptides of the invention on purified human tonsillar B cells, measured 
quahtatively over the dose range from 0.1 to 10,000 ng/mL, is assessed in a standard 
B-lymphocyte co-stimulation assay in which purified tonsillar B cells are cultured in 
the presence of either formalin-fixed Staphylococcus aureus Cowan I (SAC) or 
immobilized anti-human IgM antibody as the priming agent. Second signals such as 
IL-2 and IL-15 synergize with SAC and IgM crosslinlring to elicit B cell proliferation 
as measured by tritiated-thymidine incorporation. Novel synergizing agents can be 
readily identified using ibis assay. The assay involves isolating human tonsillar B 
cells by magnetic bead (MACS) depletion of CD3-positive cells. The resulting cell 
population is greater than 95% B cells as assessed by expression of CD45R(B220). 

Various dilutions of each sample are placed into individual wells of a 96-well plate 
to which are added 10 s B-cells suspended in culture medium (RPMI 1640 containing 10% 
FBS, 5 X 10" 5 M 2MB, lOOU/ml penicillin, lOug/ml streptomycin, and 10" 5 dilution of 
SAC) in a total volume of 150ul. Proliferation or inhibition is quantitated by a 20h pulse 
(luCi/well) with 3H-mynudine (6.7 Ci/mM) begmning 72h post factor addition. The 
positive and negative controls are IL2 and medium respectively. 

In Vivo Assay- BALB/c mice are injected (i.p.) twice per day with buffer 
only, or 2 mg/Kg of a polypeptide of the invention, or truncated forms thereof. Mice 
receive this treatment for 4 consecutive days, at which time they are sacrificed and 
various tissues and serum collected for analyses. Comparison of H&E sections from 
normal spleens and spleens treated with polypeptides of the invention identify the 
results of the activity of the polypeptides on spleen cells, such as the diffusion of peri- 
arterial lymphatic sheaths, and/or significant increases in the nucleated cellularity of 
the red pulp regions, which may indicate the activation of the differentiation and 
proliferation of B-cell populations, hnmunohistochemical studies using a B cell 
marker, anti-CD45R(B220), are used to determine whether any physiological changes 
to splenic cells, such as splenic disorganization, are due to increased B-cell 
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representation within loosely defined B-cell zones that infiltrate established T-cell 
regions. 

Flow cytometric analyses of the spleens from mice treated with polypeptide is used 
to indicate whether the polypeptide specifically increases the proportion of ThB+, 
CD45R(B220)dull B cells over that which is observed in control mice. 

Likewise, a predicted consequence of increased mature B-cell representation in 
vivo is a relative increase in serum Ig titers. Accordingly, serum IgM and IgA levels are 
compared between buffer and polypeptide-treated mice. 

The studies described in mis example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides of the invention (e.g., gene therapy), agonists, and/or 
antagonists of polynucleotides or polypeptides of the invention. 

Example 33: T Cell Proliferation Assay 

Proliferation assay for Resting PBLs. 

A CD3-induced proliferation assay is performed on PBMCs and is measured by the 
uptake of ^-thymidine. The assay is performed as follows. Ninety-six well plates are coated 
with 100 microliters per well of mAb to CD3 (HIT3a, Pharmingen) or isotype-matched control 
mAb (B33.1) overnight at 4 C (1 microgram/ml in .05M bicarbonate buffer, pH 9.5), then washed 
three times with PBS. PBMC are isolated by F/H gradient centrifugation from human peripheral 
blood and added to quadruplicate wells (5 x 10 4 /well) of mAb coated plates in RPMI containing 
10% FCS and P/S in the presence of varying concentrations of TNF Delta and/or TNF Epsilon 
protein (total volume 200 microhters). Relevant protein buffer and medium alone are controls. 
After 48 hr. culture at 37 Q plates are spun for 2 min. at 1000 rpm and 100 microhters of 
supernatant is removed and stored -20 C for measurement of DL-2 (or other cytokines) if effect on 
proliferation is observed. Wells are supplemented with 100 microhters of medium containing 0.5 
microcuries of 3 H-thymidine and cultured at 37 Cfor 18-24 hr. Wells are harvested and 
incorporation of ^-mynndine used as a measure of proliferation. Anti-CD3 alone is the positive 
control for proliferation. TL-2 (100 U/ml) is also used as a control which enhances proliferation. 
Control antibody which does not induce prohferation of T cells is used as the negative controls 
for the effects of TNF Delta and/or TNF Epsilon proteins. 
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Alternatively, a proliferation assay on resting PBL (peripheral blood 
lymphocytes) is measured by the up-take of ^-thymidine. The assay is performed as 
follows. PBMC are isolated by Ficoll (LSM, ICN Biotechnologies, Aurora, Ohio) 
gradient centrifiigation from human peripheral blood, and are cultured overnight in 
10% (Fetal Calf Serum, Biofluids, Rockville, MD)/RPM (Gibco BRL, Gaithersburg, 
MD). This overnight incubation period allows the adherent cells to attach to the 
plastic, which results in a lower background in the assay as there are fewer cells that 
can act as antigen presenting cells or that might be producing growth factors. The 
following day the non-adherent cells are collected, washed and used in the 
proliferation assay. The assay is performed in a 96 well plate using 2 xlO 4 cells/well 
in a final volume of 200 microhters. The supematants (e.g., CHO or 293T 
supematants) expressing the protein of interest are tested at a 30% final dilution, 
therefore 60ul are added to 140ul of 10% FCS/RPMI containing the cells. Control 
supematants are used at the same final dilution and express the following proteins: 
vector (negative control), IL-2(*),IFN ,TNF , IL-10 and TR2. In addition to the 
control supematants, recombinant human IL~2(R&D Systems, Minneapolis, MN) 
at a final concentration of lOOng/ml is also used. After 24 hours of culture, each well 
is pulsed with luCi of 3 H-thymidine (Nen, Boston, MA). Cells are then harvested 20 
hours following pulsing and incorporation of 'H-thymidine is used as a measure of 
prohferation. Results are expressed as an average of triplicate samples plus or minus 
standard error. 

(*) The amount of the control cytokines IL-2, EFN , TNF and IL-10 produced in each 
transfection varies between 300pg to 5ng/ml. 

Costimulation assay. 

A costimulation assay on resting PBL (peripheral blood lymphocytes) is 
performed in the presence of immobilized antibodies to CD3 and CD28. The use of 
antibodies specific for the invariant regions of CD3 inimic the induction of T cell 
activation that would occur through stimulation of the T cell receptor by an antigen. 
Cross-linking of the TCR (first signal) in the absence of a costimulatory signal 
(second signal) causes very low induction of proliferation and will eventually result in 
a state of "anergy", which is characterized by the absence of growth and inability to 
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produce cytokines. The addition of a costimulatory signal such as an antibody to 
CD28, which mimics the action of the costimulatory molecule. B7-1 expressed on 
activated APCs, results in enhancement of T cell responses including cell survival and 
production of IL-2. Therefore this type of assay allows to detect both positive and 
negative effects caused by addition of supernatants expressing the proteins of interest 
on T cell proliferation. 

The assay is performed as follows. Ninety-six well plates are coated with 
lOOng/ml anti-CD3 and 5ug/ml anti-CD28 (Pharmingen, San Diego, CA) in a final 
volume of lOOul and incubated overnight at 4C. Plates are washed twice with PBS 
before use. PBMC are isolated by Ficoll (LSM, ICN Biotechnologies, Aurora, Ohio) 
gradient centrifugation from human peripheral blood, and are cultured overnight in 
10% FCS(Fetal Calf Serum, Biofluids, Rockville, MD)/RPMI (Gibco BRL, 
Gaithersburg, MD). This overnight incubation period allows the adherent cells to 
attach to the plastic, which results in a lower background in the assay as there are 
fewer cells that can act as antigen presenting cells or that might be producing growth 
factors. The following day the non adherent cells are collected, washed and used in 
the proliferation assay. The assay is performed in a 96 well plate using 2 xlO 4 
cells/well in a final volume of 200ul. The supernatants (e.g., CHO or 293T 
supernatants) expressing the protein of interest are tested at a 30% final dilution, 
therefore 60ul are added to 140ul of 10% FCS/RPMI containing the cells. Control 
supernatants are used at the same final dilution and express the following proteins: 
vector only (negative control), EL-2,IFN ,TNF , BL-10 and TR2. In addition to the 
control supernatants recombinant human IL-2 (R&D Systems, Minneapolis, MN) at 
a final concentration of lOng/ml is also used. After 24 hours of culture, each well is 
pulsed with luCi of 3 H-thymidine (Nen, Boston, MA). Cells are then harvested 20 
hours following pulsing and incorporation of ^-thymidine is used as a measure of 
proliferation. Results are expressed as an average of triplicate samples plus or minus 
standard error. 

Costimulation assay: IFN y and IL-2 ELISA. 

The assay is performed as follows. Twenty-four well plates are coated with 
either 300ng/ml or 600ng/ml anti-CD3 and 5ug/ml anti-CD28 (Pharmingen, San 
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Diego, CA) in a final volume of 500ul and incubated overnight at 4C. Plates are 
washed twice with PBS before use. PBMC are isolated by Ficoll (LSM, ICN 
Biotechnologies, Aurora, Ohio) gradient centrifugation from human peripheral blood, 
and are cultured overnight in 10% FCS(Fetal Calf Serum, Biofluids, Rockville, 
MD)/RPMI (Gibco BRL, Gaithersburg, MD). This overnight incubation period 
allows the adherent cells to attach to the plastic, which results in a lower background 
in the assay as there are fewer cells that can act as antigen presenting cells or that 
might be producing growth factors. The following day the non adherent cells are 
collected, washed and used in the costimulation assay. The assay is performed in the 
predated twenty-four well plate using 1 x 10 5 cells/well in a final volume of 900uL 
The supernatants (293T supernatants) expressing the protein of interest are tested at a 
30% final dilution, therefore 300ul are added to 600ul of 10% FCS/RPMI containing 
the cells. Control supernatants are used at the same final dilution and express the 
following proteins: vector only(negative control), IL-2, IFN , IL-12 and IL-1 8. In 
addition to the control supernatants recombinant human IL-2 (all cytokines were 
purchased from R & D Systems, Minneapolis, MN) at a final concentration of 
lOng/ml, IL-12 at a final concentration of lng/ml and IL-18 at a final concentration of 
50ng/ml are also used. Controls and unknown samples are tested in duplicate. 
Supernatant samples (250ul) are collected 2 days and 5 days after the beginning of the 
assay. ELISAs to test for IFN and IL-2 secretion are performed using kits 
purchased from R&D Systems, (Minneapolis, MN). Results are expressed as an 
average of duplicate samples plus or minus standard error. 

Proliferation assay for preactivated-resting T cells. 

A proliferation assay on preactivated-resting T cells is performed on cells that 
are previously activated with the lectin phytohemagglutinin (PHA). Lectins are 
polymeric plant proteins that can bind to residues on T cell surface glycoproteins 
including the TCR and act as polyclonal activators. PBLs treated with PHA and then 
cultured in the presence of low doses of IL-2 resemble effector T cells. These cells 
are generally more sensitive to further activation induced by growth factors such as 
IL-2. This is due to the expression of high affinity IL-2 receptors that allows this 
population to respond to amounts of IL-2 that are 1 00 fold lower than what would 
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have an effect on a naive T cell. Therefore the use of this type of cells might enable 
to detect the effect of very low doses of an unknown growth factor, that would not be 
sufficient to induce proliferation on resting (naive ) T cells. 

The assay is performed as follows. PBMC are isolated by F/H gradient 
5 centrifugation from human peripheral blood, and are cultured inl0% FCS(Fetal Calf 
Serum, Biofluids, Rockville, MD)/RPMI (Gibco BRL, Gaithersburg, MD) in the 
presence of 2ug/ml PHA (Sigma, Saint Louis, MO) for three days. The cells are then 
washed in PBS and cultured inl0% FCS/RPMI in the presence of 5ng/ml of human 
recombinant IL-2 (R&D Systems, Minneapolis, MN) for 3 days. The cells are 
10 washed and rested in starvation medium (1%FCS/RPMI) forl6 hours prior to the 
beginning of the proliferation assay. An aliquot of the cells is analyzed by FACS to 
determine the percentage of T cells (CD3 positive cells) present; this usually ranges 
between 93-97% depending on the donor. The assay is performed in a 96 well plate 
using 2 xlO 4 cells/well in a final volume of 200ul. The supematants (e.g., CHO or 
15 293T supematants) expressing the protein of interest are tested at a 30% final dilution, 
therefore 60ul are added to 140ul of inl0% FCS/RPMI containing the cells. Control 
supematants are used at the same final dilution and express the following proteins: 
vector (negative control), EL-2,IFN ,TNF , IL-10 and TR2. In addition to the 
control supematants recombinant human IL-2 at a final concentration of lOng/ml is 
20 also used After 24 hours of culture, each well is pulsed with luCi of 3 H- 

thymidine(Nen, Boston, MA). Cells are then harvested 20 hours following pulsing 
and incorporation of 3 H-toymidine is used as a measure of proliferation. Results are 
expressed as an average of triplicate samples plus or minus standard error. 

The studies described in this example test activity of polypeptides of the 
25 invention. However, one skilled in the art could easily modify the exemplified studies 
to test the activity of polynucleotides of the invention (e.g., gene therapy), agonists, 
and/or antagonists of polynucleotides or polypeptides of the invention. 
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Example 34; Effect of Polypeptides of the In vention on the Expression of MTfr 
Class H, Costimnlatory and Adhesion M olecules and Cell Differentiation nf 
Monocytes and Monocvte- Derived Human Dendritic Cells 

Dendritic cells are generated by the expansion of proliferating precursors found in 
the peripheral blood: adherent PBMC or elutriated monocytic fractions are cultured for 7- 
10 days with GM-CSF (50 ng/ml) and IL-4 (20 ng/ml). These dendritic cells have the 
characteristic phenotype of immature cells (expression of CD1, CD80, CD86, CD40 and 
MHC class H antigens). Treatment with activating factors, such as TNF-oc, causes a rapid 
change in surface phenotype (increased expression of MHC class I and H, costimulatory 
and adhesion molecules, downregulation of FCyRII, upregulation of CD83). These 
changes correlate with increased antigen-presenting capacity and with functional 
maturation of the dendritic cells. 

FACS analysis of surface antigens is performed as follows. Cells are treated 1-3 
days with increasing concentrations of polypeptides of the invention or LPS (positive 
control), washed with PBS containing 1% BSA and 0.02 mM sodium azide, and then 
incubated with 1 :20 dilution of appropriate FITC- or PE-labeled monoclonal antibodies 
for 30 minutes at 4 degrees C. After an additional wash, the labeled cells are analyzed by 
flow cytometry on a FACScan (Becton Dickinson). 

Effect on the production of cytokines . Cytokines generated by dendritic cells, 
in particular IL-12, are important in the initiation of T-cell dependent immune 
responses. IL-12 strongly influences the development of Thl helper T-cell immune 
response, and induces cytotoxic T and NK cell function. An ELBA is used to 
measure the IL-12 release as follows. Dendritic cells (10 6 /ml) are treated with 
increasing concentrations of polypeptides of the invention for 24 hours. LPS (100 
ng/ml) is added to the cell culture as positive control. Supernatants from the cell 
cultures are then collected and analyzed for IL-12 content using commercial ELISA 
kit (e..g, R&D Systems (Minneapolis, MN)). The standard protocols provided with 
the kits are used. 
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Effect on the expression of MHC Class II, costiimilatory and adhesion 
molecules. Three major families of cell surface antigens can be identified on 
monocytes: adhesion molecules, molecules involved in antigen presentation, and Fc 
receptor. Modulation of the expression of MHC class II antigens and other 
costimulatory molecules, such as B7 and ICAM-1, may result in changes in the 
antigen presenting capacity of monocytes and ability to induce T cell activation. 
Increase expression of Fc receptors may correlate with improved monocyte cytotoxic 
activity, cytokine release and phagocytosis. 

FACS analysis is used to examine the surface antigens as follows. Monocytes 
are treated 1-5 days with increasing concentrations of polypeptides of the invention or 
LPS (positive control), washed with PBS containing 1% BSA and 0.02 mM sodium 
azide, and then incubated with 1:20 dilution of appropriate FITC- or PE-labeled 
monoclonal antibodies for 30 minutes at 4 degreesC. After an additional wash, the 
labeled cells are analyzed by flow cytometry on a FACScan (Becton Dickinson). 

Monocyte activation and/or increased survival. Assays for molecules that 
activate (or alternatively, inactivate) monocytes and/or increase monocyte survival (or 
alternatively, decrease monocyte survival) are known in the art and may routinely be 
applied to determine whether a molecule of the invention functions as an inhibitor or 
activator of monocytes. Polypeptides, agonists, or antagonists of the invention can be 
screened using the three assays described below. For each of these assays, Peripheral 
blood mononuclear cells (PBMC) are purified from single donor leukopacks 
(American Red Cross, Baltimore, MD) by centrifiigation through a Histopaque 
gradient (Sigma). Monocytes are isolated from PBMC by counterflow centrifugal 
elutriation. 

Monocyte Survival Assay . Human peripheral blood monocytes progressively 
lose viability when cultured in absence of serum or other stimuli. Their death results 
from internally regulated process (apoptosis). Addition to the culture of activating 
factors, such as TNF-alpha dramatically improves cell survival and prevents DNA 
fragmentation. Propidium iodide (PI) staining is used to measure apoptosis as 
follows. Monocytes are cultured for 48 hours in polypropylene tubes in serum-free 
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medium (positive control), in the presence of 100 ng/ml TNF-alpha (negative 
control), and in the presence of varying concentrations of the compound to be tested. 
Cells are suspended at a concentration of 2 x lOVml in PBS containing PI at a final 
concentration of 5 ug/ml, and then incubaed at room temperature for 5 minutes before 
FACScan analysis. PI uptake has been demonstrated to correlate with DNA 
fragmentation in this experimental paradigm 

Effectoncytokinerelea.se. An important function of monocytes/macrophages 
is their regulatory activity on other cellular populations of the immune system through 
the release of cytokines after stimulation. An ELISA to measure cytokine release is 
performed as follows. Human monocytes are incubated at a density of 5x10 s cells/ml 
with increasing concentrations of the a polypeptide of the invention and under the 
same conditions, but in the absence of the polypeptide. For IL-12 production, the 
cells are primed overnight with IFN (100 U/ml) in presence of a polypeptide of the 
invention. LPS (10 ng/ml) is then added. Conditioned media are collected after 24h 
and kept frozen until use. Measurement of TNF-alpha, IL-10, MCP-1 and DL-8 is then 
performed using a commercially available ELISA kit (e..g, R&D Systems 
(Minneapolis, MN)) and applying the standard protocols provided with the kit. 

Oxidative burst Purified monocytes are plated in 96-w plate at 2-lxlO 5 
cell/well. Increasing concentrations of polypeptides of the invention are added to the 
wells in a total volume of 0.2 ml culture medium (RPMI 1640 + 10% FCS, glutamine 
and antibiotics). After 3 days incubation, the plates are centrifuged and the medium is 
removed from the wells. To the macrophage monolayers, 0.2 ml per well of phenol 
red solution (140 mM Nad, 10 mM potassium phosphate buffer pH 7.0, 5.5 mM 
dextrose, 0.56 mM phenol red and 19 U/ml of HRPO) is added, together with the 
stimulant (200 nM PMA). The plates are incubated at 37°C for 2 hours and the 
reaction is stopped by adding 20 pi IN NaOH per well. The absorbance is read at 610 
nm. To calculate the amount of HjOa produced by the macrophages, a standard curve 
of a H 2 C>2 solution of known molarity is performed for each experiment. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies 
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to test the activity of polypeptides, polynucleotides (e.g., gene therapy), agonists, 
and/or antagonists of the invention. 

Example 35: Biological Effects of Polypeptides of the Invention 

Astrocyte and Neuronal Assays - 

Recombinant polypeptides of the invention, expressed in Escherichia coli and 
purified as described above, can be tested for activity in promoting the survival, neurite 
outgrowth, or phenotypic differentiation of cortical neuronal cells and for inducing the 
proliferation of glial fibrillary acidic protein immunopositive cells, astrocytes. The 
selection of cortical cells for the bioassay is based on the prevalent expression of FGF-1 
and FGF-2 in cortical structures and on the previously reported enhancement of cortical 
neuronal survival resulting from FGF-2 treatment. A thymidine incorporation assay, for 
example, can be used to elucidate a polypeptide of the invention's activity on these cells. 

Moreover, previous reports describing the biological effects of FGF-2 (basic FGF) 
on cortical or hippocampal neurons in vitro have demonstrated increases in both neuron 
survival and neurite outgrowth (Walicke et al, "Fibroblast growth factor promotes 
survival of dissociated hippocampal neurons and enhances neurite extension." Proc. Natl 
Acad Set USA 53:3012-3016. (1986), assay herein incorporated by reference in its 
entirety). However, reports from experiments done on PC-12 cells suggest that these two 
responses are not necessarily synonymous and may depend on not only which FGF is 
being tested but also on which receptor(s) are expressed on the target cells. Using the 
primary cortical neuronal culture paradigm, the ability of a polypeptide of the invention to 
induce neurite outgrowth can be compared to the response achieved with FGF-2 using, for 
example, a thymidine incorporation assay. 

Fibroblast and endothelial cell assays - 

Human lung fibroblasts are obtained from Clonetics (San Diego, CA) and 
maintained in growth media from Clonetics. Dermal microvascular endothelial cells are 
obtained from Cell Applications (San Diego, CA). For proliferation assays, the human 
lung fibroblasts and dermal microvascular endothelial cells can be cultured at 5,000 
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cells/well in a 96-well plate for one day in growth medium. The cells are then incubated 
for one day in 0.1% BSA basal medium. After replacing the medium with fresh 0.1% BSA 
medium, the cells are incubated with the test proteins for 3 days. Alamar Blue (Alamar 
Biosciences, Sacramento, CA) is added to each well to a final concentration of 10%. The 
cells are incubated for 4 hr. Cell viability is measured by reading in a CytoFluor 
fluorescence reader. For the PGE 2 assays, the human lung fibroblasts are cultured at 
5,000 cells/well in a 96-well plate for one day. After a medium change to 0.1% BSA 
basal medium, the cells are incubated with FGF-2 or polypeptides of the invention with or 
without IL-la for 24 hours. The supernatants are collected and assayed for PGE 2 by EIA 
kit (Cayman, Ann Arbor, MI). For the IL-6 assays, the human lung fibroblasts are 
cultured at 5,000 cellsAvell in a 96-well plate for one day. After a medium change to 
0.1% BSA basal medium, the cells are incubated with FGF-2 or with or without 
polypeptides of the invention IL-la for 24 hours. The supernatants are collected and 
assayed for IL-6 by ELISA kit (Endogen, Cambridge, MA). 

Human lung fibroblasts are cultured with FGF-2 or polypeptides of the invention 
for 3 days in basal medium before the addition of Alamar Blue to assess effects on growth 
of the fibroblasts. FGF-2 should show a stimulation at 10 - 2500 ng/ml which can be used 
to compare stimulation with polypeptides of the invention. 

Parkinson Mnrtelc 

The loss of motor function in Parkinson's disease is attributed to a deficiency of 
striatal dopamine resulting from the degeneration of the nigrostriatal dopaminergic 
projection neurons. An animal model for Parkinson's that has been extensively 
characterized involves the systemic administration of l-methyl-4 phenyl 1,2,3,6- 
tetrahydropyridine (MPTP). In the CNS, MPTP is taken-up by astrocytes and catabolized 
by monoamine oxidase B to l-methyl-4-phenyl pyridine (MPP 4 ) and released. 
Subsequently, MPP + is actively accumulated in dopaminergic neurons by the high-affinity 
reuptake transporter for dopamine. MPP + is then concentrated in mitochondria by the 
electrochemical gradient and selectively inhibits nicotidamide adenine diphosphate: 
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ubiquinone oxidoreductionase (complex I), thereby interfering with electron transport and 
eventually generating oxygen radicals. 

It has been demonstrated in tissue culture paradigms that FGF-2 (basic FGF) has 
trophic activity towards nigral dopaminergic neurons (Ferrari et aL, Dev. Biol. 1989). 
Recently, Dr. Unsicker's group has demonstrated that administering FGF-2 in gel foam 
implants in the striatum results in the near complete protection of nigral dopaminergic 
neurons from the toxicity associated with MPTP exposure (Otto and Unsicker, J. 

Neuroscience, 1990). 

Based on the data with FGF-2, polypeptides of the invention can be evaluated to 
determine whether it has an action similar to that of FGF-2 in enhancing dopaminergic 
neuronal survival in vitro and it can also be tested in vivo for protection of dopaminergic 
neurons in the striatum from the damage associated with MPTP treatment. The potential 
effect of a polypeptide of the invention is first examined in vitro in a dopaminergic 
neuronal cell culture paradigm. The cultures are prepared by dissecting the midbrain floor 
plate from gestation day 14 Wistar rat embryos. The tissue is dissociated with trypsin and 
seeded at a density of 200,000 cells/cm 2 on polyorthirune-lannnin coated glass coverslips. 
The cells are maintained in Dulbecco's Modified Eagle's medium and F12 medium 
containing hormonal supplements (Nl). The cultures are fixed with paraformaldehyde 
after 8 days in vitro and are processed for tyrosine hydroxylase, a specific marker for 
dopminergic neurons, immunohistochemical staining. Dissociated cell cultures are 
prepared from embryonic rats. The culture medium is changed every third day and the 
factors are also added at that time. 

Since the dopaminergic neurons are isolated from animals at gestation day 14, a 
developmental time which is past the stage when the dopaminergic precursor cells are 
proliferating, an increase in the number of tyrosine hydroxylase immunopositive neurons 
would represent an increase in the number of dopaminergic neurons surviving in vitro. 
Therefore, if a polypeptide of the invention acts to prolong the survival of dopaminergic 
neurons, it would suggest that the polypeptide may be involved in Parkinson's Disease. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 
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Example 36: The Effect of Pol y p eptides of the Tnv en tio n on th* Krnwth »f 
Vascular Endothelial Cgjfa 

On day 1, human umbilical vein endothelial cells (HUVEQ are seeded at 2-5xl0 4 
cells/35 mm dish density in M199 medium containing 4% fetal bovine serum (FBS), 16 
units/ml heparin, and 50 units/ml endothelial cell growth supplements (ECGS, 
Biotechnique, Inc.). On day 2, the medium is replaced with M199 containing 10% FBS, 8 
units/ml heparin. A polypeptide having the amino acid sequence of SEQ ID NO:Y, and' 
positive controls, such as VEGF and basic FGF (bFGF) are added, at varying 
concentrations. On days 4 and 6, the medium is replaced. On day 8, cell number is 
determined with a Coulter Counter. 

An increase in the number of HUVEC cells indicates that the polypeptide of the 
invention may proliferate vascular endothelial cells. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 37; Stimulatory Effect of Polvpentid^ nf the Invent,™ nn «.» 
Proliferation of Vascnl ar Endothelial Cells 

For evaluation of mitogenic activity of growth factors, the colorimetric MTS 
(3^4,5-dimemyltMazol-2-yl^ 

tetrazolium) assay with the electron coupling reagent PMS (phenazine methosulfate) was 
performed (CellTiter 96 AQ, Promega). Cells are seeded in a 96-well plate (5,000 
cells/well) in 0.1 mL serum-supplemented medium and are allowed to attach overnight. 
After serum-starvation for 12 hours in 0.5% FBS, conditions (bFGF, VEGF 165 or a 
polypeptide of the invention in 0.5% FBS) with or without Heparin (8 U/ml) are added to 
wells for 48 hours. 20 mg of MTS/PMS mixture (1:0.05) are added per well and allowed 
to incubate for 1 hour at 37°C before measuring the absorbance at 490 nm in an ELISA 
plate reader. Background absorbance from control wells (some media, no cells) is 
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subtracted, and seven wells are performed in parallel for each condition. See, Leak et al 
In Vitro Cell Dev. Biol 30,4:512-518 (1994). 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
5 test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 38: Inhibition of PDGF-induced Vascular Sm ooth Muscle Cell 
Proliferation Stimulatory Effect 

HAoSMC proliferation can be measured, for example, by BrdUrd incorporation. 
Briefly, subconfluent, quiescent cells grown on the 4-chamber slides are transfected with 
CRP or FITC-labeled AT2-3LP. Then, the cells are pulsed with 10% calf senirn and 6 
mg/ml BrdUrd. After 24 h, immunocytochemistry is performed by using BrdUrd Staining 

15 Kit (Zymed Laboratories). In brief, the cells are incubated with the biotinylated mouse 

anti-BrdUrd antibody at 4 degrees C for 2 h after being exposed to denaturing solution and 
then incubated with the streptavidin-peroxidase and diaminobenzidine. After 
counterstaining with hematoxylin, the cells are mounted for microscopic examination, and 
the BrdUrd-positive cells are counted. The BrdUrd index is calculated as a percent of the 

20 BrdUrd-positive cells to the total cell number. In addition, the simultaneous detection of 
the BrdUrd staining (nucleus) and the FITC uptake (cytoplasm) is performed for 
individual cells by the concomitant use of bright field illumination and dark field-UV 
fluorescent illumination. See, Hayashida et al., J. Biol. Chem. 6:271(36):21985-21992 
(1996). 

25 The studies described in this example tested activity of a polypeptide of the 

invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 
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Example 39: Stimulatio n of Endothelial Migration 

This example will be used to explore the possibility that a polypeptide of the 
invention may stimulate lymphatic endothelial cell migration. 

Endothelial cell migration assays are performed using a 48 well microchemotaxis 
chamber (Neuroprobe Inc., Cabin John, MD; Falk, W., et al., J. Immunological Methods 
1980;33:239-247). PolyvinylpyrroUdone-free polycarbonate filters with apore size of 8 
urn (Nucleopore Corp. Cambridge, MA) are coated with 0. 1% gelatin for at least 6 hours 
at room temperature and dried under sterile air. Test substances are diluted to appropriate 
concentrations in M199 supplemented with 0.25% bovine serum albumin (BSA), and 25 
ul of the final dilution is placed in the lower chamber of the modified Boyden apparatus. 
Subconfluent, early passage (2-6) HUVEC or BMEC cultures are washed and trypsinized 
for the minimum time required to achieve cell detachment. After placing the filter 
between lower and upper chamber, 2.5 x 10 5 cells suspended in 50 ul M199 containing 1% 
FBS are seeded in the upper compartment. The apparatus is then incubated for 5 houre at 
37°C in a humidified chamber with 5 % C02 to allow cell migration. After the incubation 
period, the filter is removed and the upper side of the filter with the non-migrated cells is 
scraped with a rubber policeman. The filters are fixed with methanol and stained with a 
Giemsa solution (Diff-Quick, Baxter, McGraw Paric, IL). Migration is quantified by 
counting cells of three random high-power fields (40x) in each well, and all groups are 
performed in quadruplicate. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Nitric oxide released by the vascular endothelium is believed to be a mediator of 
vascular endothelium relaxation. Thus, activity of a polypeptide of the invention can be 
assayed by detennining nitric oxide production by endothelial cells in response to the 
polypeptide. 
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Nitric oxide is measured in 96-well plates of confluent microvascular endothelial 
cells after 24 hours starvation and a subsequent 4 hr exposure to various levels of a 
positive control (such as VEGF-1) and the polypeptide of the invention. Nitric oxide in 
the medium is determined by use of the Griess reagent to measure total nitrite after 
5 reduction of nitric oxide-derived nitrate by nitrate reductase. The effect of the polypeptide 
of the invention on nitric oxide release is examined on HUVEC. 

Briefly, NO release from cultured HUVEC monolayer is measured with a NO- 
specific polarographic electrode connected to a NO meter (Iso-NO, World Precision 
Instruments Inc.) (1049). Calibration of the NO elements is performed according to the 

10 following equation: 

2 KN0 2 + 2 KI + 2 H 2 S0 4 6 2 NO + 1 2 + 2 H 2 0 + 2 K 2 S0 4 
The standard calibration curve is obtained by adding graded concentrations of 
KNO2 (0, 5, 10, 25, 50, 100, 250, and 500 nmol/L) into the calibration solution containing 
KI and H2SO4. The specificity of the Iso-NO electrode to NO is previously determined by 

15 measurement of NO from authentic NO gas (1050). The culture medium is removed and 
HUVECs are washed twice with Dulbecco's phosphate buffered saline. The cells are then 
bathed in 5 ml of filtered Krebs-Henseleit solution in 6-well plates, and the cell plates are 
kept on a slide warmer (Lab Line Instruments Inc.) To maintain the temperature at 37°C. 
The NO sensor probe is inserted vertically into the wells, keeping the tip of the electrode 2 

20 mm under the surface of the solution, before addition of the different conditions. 
S-nitroso acetyl pemcfflamin (SNAP) is used as a positive control. The amount of 
released NO is expressed as picomoles per lxlO 6 endothelial cells. All values reported are 
means of four to six measurements in each group (number of cell culture wells). See, 
Leak etal. Biockem. andBiophys. Res. Comm. 277:96-105 (1995). 

25 The studies described in this example tested activity of polypeptides of the 

invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 
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Example 41: Effect of Pnlyp epides of the Invention on Cord Formation in 
Angiogenesis 

Another step in angiogenesis is cord formation, marked by differentiation of 
endothelial cells. This bioassay measures the ability of microvascular endothelial cells to 
form capillary-like structures (hollow structures) when cultured in vitro. 

CADMEC (microvascular endothelial cells) are purchased from Cell Applications, 
Inc. as proliferating (passage 2) cells and are cultured in Cell Apphcations' CADMEC 
Growth Medium and used at passage 5. For the in vitro angiogenesis assay, the wells of a 
48-well cell culture plate are coated with Cell Applications' Attachment Factor Medium 
(200 ml/well) for 30 min. at 37°C. CADMEC are seeded onto the coated wells at 7,500 
cells/well and cultured overnight in Growth Medium. The Growth Medium is then 
replaced with 300 mg Cell Apphcations' Chord Formation Medium containing control 
buffer or apolypeptide of the invention (0.1 to 100 ng/ml) and the cells are cultured for an 
additional 48 hr. The numbers and lengths of the capillary-like chords are quantitated 
through use of the Boeckeler VIA-170 video image analyzer. All assays are done in 
triplicate. 

Commercial (R&D) VEGF (50 ng/ml) is used as a positive control, b-esteradiol (1 
ng/ml) is used as a negative control. The appropriate buffer (without protein) is also 
utilized as a control. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 42; Angiogenic Effe ct on Chick Chorioallantoic lvfemhrim* 

Chick chorioallantoic membrane (CAM) is a well-established system to examh 
angiogenesis. Blood vessel formation on CAM is easily visible and quantifiable. The 
ability of polypeptides of the invention to stimulate angiogenesis in CAM can be 
examined. 
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Fertilized eggs of the White Leghorn chick {Gallus gallus) and the Japanese qual 
(Coturnix coturnix) are incubated at 37.8°C and 80% humidity. Differentiated CAM of 
16-day-old chick and 13-day-old qual embryos is studied with the following methods. 

On Day 4 of development, a window is made into the egg shell of chick eggs. The 

5 embryos are checked for normal development and the eggs sealed with cellotape. They 
are further incubated until Day 13. Thermanox coverslips (Nunc, Naperville, IL) are cut 
into disks of about 5 mm in diameter. Sterile and salt-free growth factors are dissolved in 
distilled water and about 3.3 mg/ 5 ml are pipetted on the disks. After air-drying, the 
inverted disks are applied on CAM. After 3 days, the specimens are fixed in 3% 

10 glutaraldehyde and 2% formaldehyde and rinsed in 0.12 M sodium cacodylate buffer. 
They are photographed with a stereo microscope [Wild M8] and embedded for semi- and 
ultrathin sectioning as described above. Controls are performed with carrier disks alone. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 

1 5 test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 43; Angioeenesis Assay Using a Matrigel Implant in Mouse 

In vivo angiogenesis assay of a polypeptide of the invention measures the ability of 
an existing capillary network to form new vessels in an implanted capsule of murine 
extracellular matrix material (Matrigel). The protein is mixed with the liquid Matrigel at 4 
degree C and the mixture is then injected subcutaneously in mice where it solidifies. After 
7 days, the solid "plug" of Matrigel is removed and examined for the presence of new 
blood vessels. Matrigel is purchased from Becton Dickinson Labware/Collaborative 
Biomedical Products. 

When thawed at 4 degree C the Matrigel material is a liquid. The Matrigel is 
mixed with a polypeptide of the invention at 150 ng/ml at 4 degrees C and drawn into cold 
3 ml syringes. Female C57B1/6 mice approximately 8 weeks old are injected with the 
mixture of Matrigel and experimental protein at 2 sites at the midventral aspect of the 
abdomen (0.5 ml/site). After 7 days, the mice are sacrificed by cervical dislocation, the 



20 



25 



30 
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Matrigel plugs are removed and cleaned (i.e., all clinging membranes and fibrous tissue is 
removed). Replicate whole plugs are fixed in neutral buffered 10% formaldehyde, 
embedded in paraffin and used to produce sections for histological examination after 
staining with Masson's Trichrome. Cross sections from 3 different regions of each plug 
are processed. Selected sections are stained for the presence of vWF. The positive control 
fortius assayis bovine basic FGF(150ng/ml). Matrigel alone is used to determine basal 
levels of angiogenesis. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 44: Rescue of Isch emia in Rahhit L owe r Limh Mnrl»i 

To study the in vivo effects of polynucleotides and polypeptides of the invention 
on ischemia, a rabbit hindlimb ischemia model is created by surgical removal of one 
femoral arteries as described previously (Takeshita et al.,AmJ. Pathol 147:1649-1660 
(1 995)). The excision of the femoral artery results in retrograde propagation of thrombus 
and occlusion of the external iliac artery. Consequently, blood flow to the ischemic limb 
is dependent upon collateral vessels originating from the internal iliac artery (Takesbitae/ 
al. Am J. Pathol 747:1649-1660 (1995)). An interval of 10 days is allowed for post- 
operative recovery of rabbits and development of endogenous collateral vessels. At 10 
day postoperatively (day 0), after performing a baseline angiogram, the internal iliac 
artery of the ischemic limb is transfected with 500 mg naked expression plasmid 
containing a polynucleotide of the invention by arterial gene transfer technology using a 
hydrogel-coated balloon catheter as described (Riessen et al. Hum Gene Ther. 4:749-758 
(1993); Leclerc et al. J. Clin. Invest. 90: 936-944 (1992)). When a polypeptide of the 
invention is used in the treatment, a single bolus of 500 mg polypeptide of the invention or 
control is delivered into the internal iliac artery of the ischemic limb over a period of 1 
min. through an infusion catheter. On day 30, various parameters are measured in these 
rabbits: (a) BP ratio - The blood pressure ratio of systolic pressure of the ischemic limb to 
that of normal limb; (b) Blood Flow and Flow Reserve - Resting FL: the blood flow 
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during undilated condition and Max FL: the blood flow during fully dilated condition (also 
an indirect measure of the blood vessel amount) and Flow Reserve is reflected by the ratio 
of max FL: resting FL; (c) Angiographic Score - This is measured by the angiogram of 
collateral vessels. A score is determined by the percentage of circles in an overlaying grid 
that with crossing opacified arteries divided by the total number m the rabbit thigh; (d) 
Capillary density - The number of collateral capillaries determined in light microscopic 
sections taken from hindlimbs. 

The studies described in this example tested activity of polynucleotides and 
polypeptides of the invention. However, one skilled in the art could easily modify the 
exemplified studies to test the agonists, and/or antagonists of the invention. 

Example 45: Effect of Polypeptides of the Inven tion on Vasodilation 

Since dilation of vascular endothelium is important in reducing blood pressure, the 
ability of polypeptides of the invention to affect the blood pressure in spontaneously 
hypertensive rats (SHR) is examined. Increasing doses (0, 10, 30, 100, 300, and 900 
mg/kg) of the polypeptides of the invention are administered to 13-14 week old 
spontaneously hypertensive rats (SHR). Data are expressed as the mean +/- SEM. 
Statistical analysis are performed with a paired t-test and statistical significance is defined 
as p<0.05 vs. the response to buffer alone. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 46: Rat Ischemic Skin Flap Model 

The evaluation parameters include skin blood flow, skin temperature, and factor 
Vm immunohistochemistry or endothelial alkaline phosphatase reaction. Expression of 
polypeptides of the invention, during the skin ischemia, is studied using in situ 
hybridization. 

The study in this model is divided into three parts as follows: 
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Ischemic skin 
Ischemic skin wounds 
Normal wounds 

The experimental protocol includes: 

Raising a 3x4 cm, single pedicle full-thickness random skin flap (myocutaneous 
flap over me lower back of me animal). 

An excisional wounding (4-6 mm in diameter) in the ischemic skin (skin-flap). 
Topical treatment with a polypeptide of the invention of the excisional wounds 
(day 0, 1, 2, 3, 4 post-wounding) at the following various dosage ranges: lmg to 100 mg. 

Harvesting the wound tissues at day 3, 5, 7, 10, 14 and 21 post-wounding for 
histological, immunohistochemical, and in situ studies. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
15 invention. 

Example 47; Perip heral Arterial Disease Model 

Angiogenic therapy using a polypeptide of the invention is a novel therapeutic 
20 strategy to obtain restoration of blood flow around the ischemia in case of peripheral 
arterial diseases. The experimental protocol includes: 

One side of the femoral artery is ligated to create ischemic muscle of the hmdlimb, 
the other side of hmdlimb serves as a control. 

A polypeptide of the invention, in a dosage range of 20 mg - 500 mg, is delivered 
25 intravenously and/or intramuscularly 3 times (perhaps more) per week for 2-3 weeks. 

The ischemic muscle tissue is collected after ligation of the femoral artery at 1, 2, 
and 3 weeks for the analysis of expression of a polypeptide of the invention and histology. 
Biopsy is also performed on the other side of normal muscle of the contralateral Irindlimb. 
The studies described in this example tested activity of a polypeptide of the 
30 invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 
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Example 48; Ischemic Myocardial Disea se Model 

A polypeptide of the invention is evaluated as a potent mitogen capable of 
5 stimulating the development of collateral vessels, and restructuring new vessels after 
' coronary artery occlusion. Alteration of expression of the polypeptide is investigated in 
situ. The experimental protocol includes: 

The heart is exposed through a left-side thoracotomy in the rat. Immediately, the 
left coronary artery is occluded with a thin suture (6-0) and the thorax is closed. 
1 0 A polypeptide of the invention, in a dosage range of 20 mg - 500 mg, is delivered 

intravenously and/or intramuscularly 3 times (perhaps more) per week for 2-4 weeks. 

Thirty days after the surgery, the heart is removed and cross-sectioned for 
rnorphometric and in situ analyzes. 

The studies described in this example tested activity of a polypeptide of the 
1 5 invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of tb 
invention. 



Example 49; Rat Corneal Woun d Healing Model 

20 

This animal model shows the effect of a polypeptide of the invention on 
neovascularization. The experimental protocol includes: 

Making a 1-1 .5 mm long incision from the center of cornea into the stromal layer. 
Inserting a spatula below the lip of the incision facing the outer corner of the eye. Making 
25 apocket (its base is 1-1.5 mm form the edge of the eye). Positioning a pellet, containing 
50ng- 5ug of a polypeptide of the invention, within the pocket. 

Treatment with a polypeptide of the invention can also be applied topically to the 
corneal wounds in a dosage range of 20mg - 500mg (daily treatment for five days). 

The studies described in this example tested activity of a polypeptide of the 
30 invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention 
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Example SO: Diabetic Mouse and Glnc ocorticoid-imnaired Wound Healing 
Models 

5 Diabetic db+/db+ Mouse Model 

To demonstrate that a polypeptide of the invention accelerates the healing process, 
the genetically diabetic mouse model of wound healing is used. The full thickness wound 
healing model in the db+/db+ mouse is a well characterized, clinically relevant and 
reproducible model of impaired wound healing. Healing of the diabetic wound is 
10 dependent on formation of granulation tissue and re-epitheliahzation rather than 

contraction (Gartner, ME et al, J. Surg. Res. 52:389 (1992); Greenhalgh, D.G. et al, 
Am. J. Pathol. 136:1235 (1990)). 

The diabetic animals have many of the characteristic features observed in Type H 
diabetes mellitus. Homozygous (db+/db+) mice are obese in comparison to their normal 
15 heterozygous (db+/+m) littermates. Mutant diabetic (db+/db+) mice have a single 

autosomal recessive mutation on chromosome 4 (db+) (Coleman et al. Proc. Natl. Acad. 
Sci. USA 77:283-293 (1982)). Animals show polyphagia, polydipsia and polyuria. 
Mutant diabetic mice (db+/db+) have elevated blood glucose, increased or normal insulin 
levels, and suppressed cell-mediated immunity (Mandel et al, J. Immunol 120:1375 
(1978); Debray-Sachs, M. et al, Gin. Exp. Immunol 51(l).\-7 (1983); Leiter et al, Am. 
J. of Pathol 114:46-55 (1985)). Peripheral neuropathy, myocardial complications, and 
microvascular lesions, basement membrane thickening and glomerular filtration 
abnormalities have been described in these animals (Norido, F. et al, Exp. Neurol 
83(2)221-232 (1984); Robertson et al., Diabetes 29(l):60-67 (1980); Giacomelli et al, 
Lab Invest. 40(4):460-473 (1979); Coleman, D.L., Diabetes 31 (Suppl):l-6 (1982)). These 
homozygous diabetic mice develop hyperglycemia that is resistant to insulin analogous to 
human type H diabetes (Mandel et al, J. Immunol 720:1375-1377 (1978)). 

The characteristics observed in these animals suggests that healing in this model 
maybe similar to the healing observed in human diabetes (Greenhalgh, et al, Am. J. of 
30 Pathol. 755:1235-1246(1990)). 

Genetically diabetic female C57BL/KsJ (db+/db+) mice and their non-diabetic 
(db+/+m) heterozygous littermates are used in this study (Jackson Laboratories). The 
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animals are purchased at 6 weeks of age and are 8 weeks old at the beginning of the study. 
Animals are individually housed and received food and water ad libitum. All 
manipulations are performed using aseptic techniques. The experiments are conducted 
according to the rules and guidelines of Human Genome Sciences, Inc. Institutional 
Animal Care and Use Committee and the Guidelines for the Care and Use of Laboratory 
Animals. 

Wounding protocol is performed according to previously reported methods 
(Tsuboi, K and Rifkin, D.B., J. Exp. Med. 772:245-251 (1990)). Briefly, on the day of 
wounding, animals are anesthetized with an intraperitoneal injection of Avertin (0.01 
mg/mL), 2,2,2-tribromoethanol and 2-methyl-2-butanol dissolved in deionized water. The 
dorsal region of the animal is shaved and the skin washed with 70% ethanol solution and 
iodine. The surgical area is dried with sterile gauze prior to wounding. An 8 mm full- 
thickness wound is then created using a Keyes tissue punch. Immediately following 
wounding, the surrounding skin is gently stretched to eliminate wound expansion. The 
wounds are left open for the duration of the experiment. Application of the treatment is 
given topically for 5 consecutive days commencing on the day of wounding. Prior to 
treatment, wounds are gently cleansed with sterile saline and gauze sponges. 

Wounds are visually examined and photographed at a fixed distance at the day of 
surgery and at two day intervals thereafter. Wound closure is determined by daily 
measurement on days 1-5 and on day 8. Wounds are measured horizontally and vertically 
using a calibrated Jameson caliper. Wounds are considered healed if granulation tissue is 
no longer visible and the wound is covered by a continuous epithelium. 

A polypeptide of the invention is administered using at a range different doses, 
from 4mg to 500mg per wound per day for 8 days in vehicle. Vehicle control groups 
received 50mL of vehicle solution. 

Animals are euthanized on day 8 with an intraperitoneal injection of sodium 
pentobarbital (300mg/kg). The wounds and surrounding skin are then harvested for 
histology and immunohistochemistry. Tissue specimens are placed in 10% neutral 
buffered formalin in tissue cassettes between biopsy sponges for further processing. 

Three groups of 10 animals each (5 diabetic and 5 non-diabetic controls) are 
evaluated: 1) Vehicle placebo control, 2) untreated group, and 3) treated group. 
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Wound closure is analyzed by measuring the area in the vertical and horizontal 
axis and obtaining the total square area of the wound. Contraction is then estimated by 
estabhshing the differences between the initial wound area (day 0) and that of post 
treatment (day 8). The wound area on day 1 is 64mm 2 , the corresponding size of the 
dermal punch. Calculations are made using the following formula: 

[Open area on day 8] - [Open area on day 1] / [Open area on day 1] 

Specimens are fixed in 10% buffered formalin and paraffin embedded blocks are 
sectioned perpendicular to the wound surface (5mm) and cut using a Reichert-Jung 
microtome. Routine hematoxylin-eosin (H&E) staining is performed on cross-sections of 
bisected wounds. Histologic examination of the wounds are used to assess whether the 
healing process and the morphologic appearance of the repaired skin is altered by 
treatment with a polypeptide of the invention. This assessment included verification of 
the presence of cell accumulation, inflammatory cells, capillaries, fibroblasts, re- 
epithelialization and epidermal maturity (Greenhalgh, D.G. et al., Am. J. Pathol. 136:1235 
(1990)). A calibrated lens micrometer is used by a blinded observer. 

Tissue sections are also stained immunohistochemically with a polyclonal rabbit 
anti-human keratin antibody using ABC Elite detection system. Human skin is used as a 
positive tissue control while non-immune IgG is used as a negative control. Keratinocyte 
growth is determined by evaluating the extent of reepitheUalization of the wound using a 
calibrated lens micrometer. 

Prohferating cell nuclear antigen/cyclin (PCNA) in skin specimens is demonstrated 
by using anti-PCNA antibody (1 :50) with an ABC Elite detection system. Human colon 
cancer can serve as a positive tissue control and human brain tissue can be used as a 
negative tissue control. Each specimen includes a section with omission of the primary 
antibody and substitution with non-immune mouse IgG. Ranking of these sections is 
based on the extent of proliferation on a scale of 0-8, the lower side of the scale reflecting 
slight proliferation to the higher side reflecting intense prohferation. 

Experimental data are analyzed using an unpaired t test. A p value of < 0.05 is 
considered significant 
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Steroid Impaired Rat Model 

The inhibition of wound healing by steroids has been well documented in various 
in vitro and in vivo systems (Wahl, Glucocorticoids and Wound healing. In: Anti- 
Inflammatory Steroid Action: Basic and Clinical Aspects. 280-302 (1989); Wahlefa/., J. 
5 Immunol 115: 476-481 (1975); Werb et aL, J. Exp. Med. 747:1684-1694 (1978)). 
Glucocorticoids retard wound healing by inhibiting angiogenesis, decreasing vascular 
permeability (Ebert etal. 9 An. Intern. Med. 37:701-705 (1952)), fibroblast proliferation, 
and collagen synthesis (Beck etal, Growth Factors. 5:295-304(1991); Haynes <?/ a/., 
J. Clin. Invest. 61: 703-797 (1978)) and producing a transient reduction of circulating 
10 monocytes (Haynes et al., J. Clin. Invest. 61: 703-797 (1978); Wahl, "Glucocorticoids and 
wound healing", In: Antiinflammatory Steroid Action: Basic and Clinical Aspects, 
Academic Press, New York, pp. 280-302 (1989)). The systemic administration of steroids 
to impaired wound healing is a well establish phenomenon in rats (Beck et al. y Growth 
Factors. 5: 295-304 (1991); Haynes et aL, J. Clin. Invest 61: 703-797 (1978); Wahl, 
15 "Glucocorticoids and wound healing", In: Antiinflammatory Steroid Action: Basic and 
Clinical Aspects, Academic Press, New York, pp. 280-302 (1989); Pierce et al y Proc. 
Natl Acad. Sci. USA 86: 2229-2233 (1989)). 

To demonstrate that a polypeptide of the invention can accelerate the healing 
process, the effects of multiple topical applications of the polypeptide on foil thickness 
20 excisional skin wounds in rats in which healing has been impaired by the systemic 
administration of methylprednisolone is assessed. 

Young adult male Sprague Dawley rats weighing 250-300 g (Charles River 
Laboratories) are used in this example. The animals are purchased at 8 weeks of age and 
are 9 weeks old at the beginning of the study. The healing response of rats is impaired by 
25 the systemic administration of methylprednisolone (1 7mg/kg/rat intramuscularly) at the 
time of wounding. Animals are individually housed and received food and water ad 
libitum. All manipulations are performed using aseptic techniques. This study is 
conducted according to the rules and guidelines of Human Genome Sciences, Inc. 
Institutional Animal Care and Use Committee and the Guidelines for the Care and Use of 
30 Laboratory Animals. 

The wounding protocol is followed according to section A, above. On the day of 
wounding, animals are anesthetized with an intramuscular injection of ketamine (50 
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mg/kg) and xylazine (5 mg/kg). The dorsal region of the animal is shaved and the skin 
washed with 70% ethanol and iodine solutions. The surgical area is dried with sterile 
gauze prior to wounding. An 8 mm full-thickness wound is created using a Keyes tissue 
punch. The wounds are left open for the duration of the experiment. Applications of the 
5 testing materials are given topically once a day for 7 consecutive days commencing on the 
day of wounding and subsequent to methylprednisolone administration. Prior to 
treatment, wounds are gently cleansed with sterile saline and gauze sponges. 

Wounds are visually examined and photographed at a fixed distance at the day of 
wounding and at the end of treatment Wound closure is determined by daily measurement 

10 on days 1 -5 and on day 8. Wounds are measured horizontally and vertically using a 
calibrated Jameson caliper. Wounds are considered healed if granulation tissue is no 
longer visible and the wound is covered by a continuous epithelium. 

The polypeptide of the invention is administered using at a range different doses, 
from 4mg to 500mg per wound per day for 8 days in vehicle. Vehicle control groups 

1 5 received 50mL of vehicle solution. 

Animals are euthanized on day 8 with an intraperitoneal injection of sodium 
pentobarbital (300mg/kg). The wounds and surrounding skin are then harvested for 
histology. Tissue specimens are placed in 10% neutral buffered formalin in tissue 
cassettes between biopsy sponges for further processing. 

20 Four groups of 1 0 animals each (5 with methylprednisolone and 5 without 

glucocorticoid) are evaluated: 1) Untreated group 2) Vehicle placebo control 3) treated 
groups. 

Wound closure is analyzed by measuring the area in the vertical and horizontal 
axis and obtaining the total area of the wound. Closure is then estimated by establishing 
25 the differences between the initial wound area (day 0) and that of post treatment (day 8). 
The wound area on day 1 is 64mm 2 , the corresponding size of the dermal punch. 
Calculations are made using the following formula: 

[Open area on day 8] - [Open area on day 1] / [Open area on day 1] 

30 

Specimens are fixed in 10% buffered formalin and paraffin embedded blocks are 
sectioned perpendicular to the wound surface (5mm) and cut using an Olympus 
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microtome. Routine hematoxylin-eosin (H&E) staining is performed on cross-sections of 
bisected wounds. Histologic examination of the wounds allows assessment of whether the 
healing process and the morphologic appearance of the repaired skin is improved by 
treatment with a polypeptide of the invention. A calibrated lens micrometer is used by a 
blinded observer to determine the distance of the wound gap. 

Experimental data are analyzed using an unpaired t test. A p value of < 0.05 is 

considered significant. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 51 ; Lvmphadema Animal Model 

The purpose of this experimental approach is to create an appropriate and 
consistent lymphedema model for testing the therapeutic effects of a polypeptide of the 
invention in lymphangiogenesis and re-establishment of the lymphatic circulatory system 
in the rat hind limb. Effectiveness is measured by swelling volume of the affected limb, 
quantification of the amount of lymphatic vasculature, total blood plasma protein, and 
histopathology. Acute lymphedema is observed for 7-10 days. Perhaps more importantly, 
the chronic progress of the edema is followed for up to 3-4 weeks. 

Prior to beginning surgery, blood sample is drawn for protein concentration 
analysis. Male rats weighing approximately ~350g are dosed with Pentobarbital. 
Subsequently, the right legs are shaved from knee to hip. The shaved area is swabbed 
with gauze soaked in 70% EtOH. Blood is drawn for serum total protein testing. 
Circumference and volumetric measurements are made prior to injecting dye into paws 
after marking 2 measurement levels (0.5 cm above heel, at mid-pt of dorsal paw). The 
intradermal dorsum of both right and left paws are injected with 0.05 ml of 1% Evan's 
Blue. Circumference and volumetric measurements are then made following injection of 
dye into paws. 

Using the knee joint as a landmark, a mid-leg inguinal incision is made 
circumferentially allowing the femoral vessels to be located. Forceps and hemostats are 
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used to dissect and separate the skin flaps. After locating the femoral vessels, the 
lymphatic vessel that runs along side and underneath the vessel(s) is located. The main 
lymphatic vessels in this area are then electrically coagulated suture ligated. 

Using a microscope, muscles in back of the leg (near the semitendinosis and 
5 adductors) are bluntly dissected. The popliteal lymph node is then located. The 2 

proximal and 2 distal lymphatic vessels and distal blood supply of the popliteal node are 
then and ligated by suturing. The popliteal lymph node, and any accompanying adipose 
tissue, is then removed by cutting connective tissues. 

Care is taken to control any mild bleeding resulting from this procedure. After 
10 lymphatics are occluded, the skin flaps are sealed by using liquid skin (Vetbond) (AJ 

Buck). The separated skin edges are sealed to the underlying muscle tissue while leaving 
a gap of -0.5 cm around the leg. Skin also may be anchored by suturing to underlying 
muscle when necessary. 

To avoid infection, animals are housed individually with mesh (no bedding). 
15 Recovering animals are checked daily through the optimal edematous peak, which 
typically occurred by day 5-7. The plateau edematous peak are then observed. To 
evaluate the intensity of the lymphedema, the circumference and volumes of 2 designated 
places on each paw before operation and daily for 7 days are measured. The effect plasma 
proteins on lymphedema is detennined and whether protein analysis is a useful testing 
perimeter is also investigated. The weights of both control and edematous limbs are 
evaluated at 2 places. Analysis is performed in a blind manner. 

Circumference Measurements: Under brief gas anesthetic to prevent limb 
movement, a cloth tape is used to measure limb circumference. Measurements are done at 
the ankle bone and dorsal paw by 2 different people then those 2 readings are averaged. 
Readings are taken from both control and edematous limbs. 

Volumetric Measurements: On the day of surgery, animals are anesthetized with 
Pentobarbital and are tested prior to surgery. For daily volumetrics animals are under 
brief halothane anesthetic (rapid immobilizauon and quick recovery), both legs are shaved 
and equally marked using waterproof marker on legs. Legs are first dipped in water, then 
dipped into instrument to each marked level then measured by Buxco edema 
software(ChenA^ictor). Data is recorded by one person, while the other is dipping the 
limb to marked area. 
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Blood-plasma protein measurements: Blood is drawn, spun, and serum separated 
prior to surgery and then at conclusion for total protein and Ca2+ comparison. 

Limb Weight Comparison: After drawing blood, the animal is prepared for tissue 
collection. The limbs are amputated using a quillitine, then both experimental and control 
5 legs are cut at the ligature and weighed. A second weighing is done as the tibio-cacaneal 
joint is disarticulated and the foot is weighed. 

Histological Preparations: The transverse muscle located behind the knee 
(popliteal) area is dissected and arranged in a metal mold, filled with freezeGel, dipped 
into cold methylbutane, placed into labeled sample bags at - 80EC until sectioning. Upon 
1 0 sectioning, the muscle is observed under fluorescent microscopy for lymphatics. . 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

15 

Example 52: Suppression of TNF alpha-induced adhesion molec ule expression 
by a Polypeptide of the Invention 

The recruitment of lymphocytes to areas of inflammation and angiogenesis 
involves specific receptor-ligand interactions between cell surface adhesion molecules 

20 (CAMs) on lymphocytes and the vascular endothelium. The adhesion process, in both 
normal and pathological settings, follows a multi-step cascade that involves intercellular 
adhesion molecule-1 (ICAM-1), vascular cell adhesion molecule-1 (VCAM-1), and 
endothelial leukocyte adhesion molecule-1 (E-selectin) expression on endothelial cells 
(EC). The expression of these molecules and others on the vascular endothelium 

25 determines the efficiency with which leukocytes may adhere to the local vasculature and 
extravasate into the local tissue during the development of an inflammatory response. The 
local concentration of cytokines and growth factor participate in the modulation of the 
expression of these CAMs. 

Tumor necrosis factor alpha (TNF-a), a potent proinflammatory cytokine, is a 

30 stimulator of all three CAMs on endothelial cells and may be involved in a wide variety of 
inflammatory responses, often resulting in a pathological outcome. 
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The potential of a polypeptide of the invention to mediate a suppression of TNF-a 
induced CAM expression can be examined. A modified ELISA assay which uses ECs as a 
solid phase absorbent is employed to measure the amount of CAM expression on TNF-a 
treated ECs when co-stimulated with a member of the FGF family of proteins. 

To perform the experiment, human umbilical vein endothelial cell (HUVEQ 
cultures are obtained from pooled cord harvests and maintained in growth medium (EGM- 
2; Clonetics, San Diego, CA) supplemented with 10% FCS and 1% 
penicfllin/streptomycin in a 37 degree C humidified incubator containing 5% CO2. 
HUVECs are seeded in 96-well plates at concentrations of 1 x 10 4 cells/well in EGM 
medium at 37 degree C for 18-24 hrs or until confluent The monolayers are subsequently 
washed 3 times with a serum-free solution ofRPMI-1640 supplemented with 100 U/ml 
penicillin and 100 mg/ml streptomycin, and treated with a given cytokine and/or growth 
factors) for 24 h at 37 degree C. Following incubation, the cells are then evaluated for 
CAM expression. 

Human Umbilical Vein Endothelial cells (HUVECs) are grown in a standard 96 
well plate to confluence. Growth medium is removed from the cells and replaced with 90 
ul of 1 99 Medium (10% FBS). Samples for testing and positive or negative controls are 
added to the plate in triplicate (in 10 ul volumes). Plates are incubated at 37 degree C for 
either 5 h (selectin and integrin expression) or 24 h (integrin expression only). Plates are 
aspirated to remove medium and 100 ul of 0.1% parafonnaldehyde-FBS(with Ca++ and 
Mg+4-) is added to each well. Plates are held at 4°C for 30 min. 

Fixative is then removed from the wells and wells are washed IX with 
PBS(+Ca#Ig)+0.5% BSA and drained. Do not allow the wells to dry. Add 10 ul of * 
diluted primary antibody to the test and control wells. Anti-ICAM-l-Biotin, Anti-VCAM- 
1-Biotin and Anti-E-selectin-Biotin are used at a concentration of 10 ug/ml (1:10 dilution 
of 0.1 mg/ml stock antibody). Cells are incubated at 37°C for 30 min. in a humidified 
environment. Wells are washed X3 with PBS(+CaJvTg)+0.5% BSA. 

Then add 20 pi of diluted ExtrAvidin-Alkaline Phosphotase (1:5,000 dilution) to 
each well and incubated at 37°C for 30 min. Wells are washed X3 with 
PBS(+Ca^lg>K),5% BSA. 1 tablet of p-Nitrophenol Phosphate pNPP is dissolved in 5 ml 
of glycine buffer (pH 10.4). 100 pi of pNPP substrate in glycine buffer is added to each 
test well. Standard wells in triplicate are prepared from the working dilution of the 
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ExtrAvidin-Alkaline Phosphotase in glycine buffer: 1 :5,000 (10°) > lO^ 5 > 10" 1 > lO' 1 ' 5 . 5 
|xl of each dilution is added to triplicate wells and the resulting AP content in each well is 
5.50 ng, 1.74 ng, 0.55 ng, 0.18 ng. 100 \x\ of pNNP reagent must then be added to each of 
the standard wells. The plate must be incubated at 37°C for 4h. A volume of 50 nl of 3M 
NaOH is added to all wells. The results are quantified on a plate reader at 405 nm. The 
background subtraction option is used on blank wells filled with glycine buffer only. The 
template is set up to indicate the concentration of AP-conjugate in each standard well [ 
5.50 ng; 1.74 ng; 0.55 ng; 0.18 ng]. Results are indicated as amount of bound AP- 
conjugate in each sample. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 53: Assay for the Stimulation of Bone Marrow CD34+ Cell 
Proliferation 

This assay is based on the ability of human CD34+ to proliferate in the 
presence of hematopoietic growth factors and evaluates the ability of isolated 
polypeptides expressed in mammalian cells to stimulate proliferation of CD34+ cells. 

It has been previously shown that most mature precursors will respond to only 
a single signal. More immature precursors require at least two signals to respond. 
Therefore, to test the effect of polypeptides on hematopoietic activity of a wide range 
of progenitor cells, the assay contains a given polypeptide in the presence or absence 
of other hematopoietic growth factors. Isolated cells are cultured for 5 days in the 
presence of Stem Cell Factor (SCF) in combination with tested sample. SCF alone 
has a very limited effect on the proliferation of bone marrow (BM) cells, acting in 
such conditions only as a "survival" factor. However, combined with any factor 
exhibiting stimulatory effect on these cells (e.g., EL-3), SCF will cause a synergistic 
effect. Therefore, if the tested polypeptide has a stimulatory effect on a hematopoietic 
progenitors, such activity can be easily detected. Since normal BM cells have a low 
level of cycling cells, it is likely that any inhibitory effect of a given polypeptide, or 
agonists or antagonists thereof, might not be detected. Accordingly, assays for an 
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inhibitory effect on progenitors is preferably tested in cells that are first subjected to 
in vitro stimulation with SCF+IL+3, and then contacted with the compound that is 
being evaluated for inhibition of such induced proliferation. 

Briefly, CD34+ cells are isolated using methods known in the art. The cells 
5 are thawed and resuspended in medium (QBSF 60 serum-free medium with 1 % L- 
glutamine (500ml) Quality Biological, Inc., Gaithersburg, MD Cai# 160-204-101). 
After several gentle centrifugation steps at 200 x g, cells are allowed to rest for one 
horn. The cell count is adjusted to 2.5 x 10 5 cells/ml. During this time, 100 ul of 
sterile water is added to the peripheral wells of a 96-well plate. The cytokines that 

10 can be tested with a given polypeptide in this assay is rhSCF (R&D Systems, 

Minneapolis, MN, Cat# 255-SC) at 50 ng/ml alone and in combination with rhSCF 
and rhIL-3 (R&D Systems, Minneapolis, MN, Cat# 203-ML) at 30 ng/ml. After one 
hour, 10 pi of prepared cytokines, 50 ul SID (supernatants at 1 :2 dilution = 50 pj) and 
20 pi of diluted cells are added to the media which is already present in the wells to 

1 5 allow for a final total volume of 1 00 ul. The plates are then placed in a 37°C/5% CCfe 
incubator for five days. 

Eighteen hours before the assay is harvested, 0.5 pCi/well of [3H] Thymidine 
is added in a 10 pi volume to each well to determine the proliferation rate. The 
experiment is terminated by harvesting the cells from each 96-well plate to a filtermat 

20 using the Tomtec Harvester 96. After harvesting, the filtermats are dried, trimmed 
and placed into OmniFilter assemblies consisting of one OmniFilter plate and one 
OmniFilter Tray. 60 pi Microscint is added to each well and the plate sealed with 
TopSeal-A press-on sealing film A bar code 15 sticker is affixed to the first plate for 
counting. The sealed plates is then loaded and the level of radioactivity determined 

25 via the Packard Top Count and the printed data collected for analysis. The level of 
radioactivity reflects the amount of cell proliferation. 

The studies described in this example test the activity of a given polypeptide 
to stimulate bone marrow CD34+ cell prohferation. One skilled in the art could 
easily modify the exemplified studies to test the activity of polynucleotides (e.g., gene 

30 therapy), antibodies, agonists, and/or antagonists and fragments and variants thereof. 
As a nonlimiting example, potential antagonists tested in this assay would be expected 
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to inhibit cell proliferation in the presence of cytokines and/or to increase the 
inhibition of cell proliferation in the presence of cytokines and a given polypeptide. 
In contrast, potential agonists tested in this assay would be expected to enhance cell 
proliferation and/or to decrease the inhibition of cell proliferation in the presence of 
cytokines and a given polypeptide. 

The ability of a gene to stimulate the proliferation of bone marrow CD34+ 
cells indicates that polynucleotides and polypeptides corresponding to the gene are 
useful for the diagnosis and treatment of disorders affecting the immune system and 
hematopoiesis. Representative uses are described in the "Immune Activity" and 
"Infectious Disease" sections above, and elsewhere herein. 

Example 54: Assay for Extracellular Matrix Enhanced Cell Response (EMECR) 

The objective of the Extracellular Matrix Enhanced Cell Response (EMECR) 
assay is to identify gene products (e.g., isolated polypeptides) that act on the 
15 hematopoietic stem cells in the context of the extracellular matrix (ECM) induced 
signal. 

Cells respond to the regulatory factors in the context of signal(s) received 
from the surrounding microenvironment. For example, fibroblasts, and endothelial 
and epithelial stem cells fail to replicate in the absence of signals from the ECM. 

20 Hematopoietic stem cells can undergo self-renewal in the bone marrow, but not in in 
vitro suspension culture. The ability of stem cells to undergo self-renewal in vitro is 
dependent upon their interaction with the stromal cells and the ECM protein 
fibronectin (fe). Adhesion of cells to fh is mediated by the ot 5 .pi and ct4.P1 integrin 
receptors, which are expressed by human and mouse hematopoietic stem cells. The 

25 factors) which integrate with the ECM environment and responsible for stimulating 
stem cell self-renewal has not yet been identified. Discovery of such factors should 
be of great interest in gene therapy and bone marrow transplant applications 

Briefly, polystyrene, non tissue culture treated, 96-well plates are coated with 
in fragment at a coating concentration of 0.2 \ig/ cm 2 . Mouse bone marrow cells are 

30 plated (1,000 cells/well ) in 0.2 ml of serum-free medium. Cells cultured in the 

presence of EL-3 ( 5 ng/ml ) + SCF ( 50 ng/ml ) would serve as the positive control, 
conditions under which little self-renewal but pronounced differentiation of the stem 
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cells is to be expected. Gene products are tested with appropriate negative controls in 
the presence and absence of SCF(5.0 ng/ml), where test factor supemates represent 
10% of the total assay volume. The plated cells are then allowed to grow by 
incubating in a low oxygen environment ( 5% CCfe, 7% O2, and 88% N 2 ) tissue 
culture incubator for 7 days. The number of proliferating cells within the wells is 
then quantitated by measuring thymidine incorporation into cellular DNA. 
Verification of the positive hits in the assay will require phenotypic characterization 
of the cells, which can be accomplished by scaling up of the culture system and using 
appropriate antibody reagents against cell surface antigens and FACScan. 

One skilled in the art could easily modify the exemplified studies to test the 
activity of polynucleotides (e.g;, gene therapy), antibodies, agonists, and/or 
antagonists and fragments and variants thereof. 

If a particular gene product is found to be a stimulator of hematopoietic 
progenitors, polynucleotides and polypeptides corresponding to the gene may be 
useful for the diagnosis and treatment of disorders affecting the immune system and . 
hematopoiesis. Representative uses are described in the "Immune Activity" and 
"Infectious Disease" sections above, and elsewhere herein. The gene product may 
.also be useful in the expansion of stem cells and committed progenitors of various 
blood lineages, and in the differentiation and/or proliferation of various cell types. 

Additionally, the polynucleotides and/or polypeptides of the gene of interest 
and/or agonists and/or antagonists thereof, may also be employed to inhibit the 
proliferation and differentiation of hematopoietic cells and therefore may be 
employed to protect bone marrow stem cells from chemotherapeutic agents during 
chemotherapy. This antiproliferative effect may allow administration of higher doses 
of chemotherapeutic agents and, therefore, more effective chemotherapeutic 
treatment. 

Moreover, polynucleotides and polypeptides corresponding to the gene of 
interest may also be useful for the treatment and diagnosis of hematopoietic related 
disorders such as, for example, anemia, pancytopenia, leukopenia, thrombocytopenia 
or leukemia since stromal cells are important in the production of cells of 
hematopoietic lineages. The uses include bone marrow cell ex-vivo culture, bone 
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marrow transplantation, bone marrow reconstitution, radiotherapy or chemotherapy of 
neoplasia. 

Example 55: Human Dermal Fibroblast an d Aortic Smooth Muscle Cell 
Proliferation 

The polypeptide of interest is added to cultures of normal human dermal 
fibroblasts (NHDF) and human aortic smooth muscle cells (AoSMC) and two co- 
assays are performed with each sample. The first assay examines the effect of the 
polypeptide of interest on the proliferation of normal human dermal fibroblasts 
(NHDF) or aortic smooth muscle cells (AoSMC). Aberrant growth of fibroblasts or 
smooth muscle cells is a part of several pathological processes, including fibrosis, and 
restenosis. The second assay examines DL6 production by both NHDF and SMC. IL6 
production is an indication of functional activation. Activated cells will have 
increased production of a number of cytokines and other factors, which can result in a 
proinflammatory or immunomodulatory outcome. Assays are run with and without 
co-TNFa stimulation, in order to check for costimulatory or inhibitory activity. 

Briefly, on day 1, 96-well black plates are set up with 1000 cells/well (NHDF) 
or 2000 cells/well (AoSMC) in 100 ul culture media. NHDF culture media contains: 
Clonetics FB basal media, lmg/ml hFGF, 5mg/ml insulin, 50mg/ml gentamycin, 
2%FBS, while AoSMC culture media contains Clonetics SM basal media, 0.5 ug/ml 
hEGF, 5mg/ml insulin, lug/ml hFGF, 50mg/ml gentamycin, 50 ug/ml Amphotericin 
B, 5%FBS. After incubation @ 37°C for at least 4-5 hours culture media is aspirated 
and replaced with growth arrest media. Growth arrest media for NHDF contains 
fibroblast basal media, 50mg/ml gentamycin, 2% FBS, while growth arrest media for 
AoSMC contains SM basal media, 50mg/ml gentamycin, 50ug/ml Amphotericin B, 
0.4% FBS. Incubate at 37C until day 2. 

On day 2, serial dilutions and templates of the polypeptide of interest are 
designed which should always include media controls and known-protein controls. 
For both stimulation and inhibition experiments, proteins are diluted in growth arrest 
media. For inhibition experiments, TNFa is added to a final concentration of 2ng/ml 
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(NHDF) or 5ng/ml (AoSMC). Then add 1/3 vol media containing controls or 
supematants and incubate at 37C/5% C0 2 until day 5. 

Transfer 60ul from each well to another labeled 96-well plate, cover with a 
plate-sealer, and store at 4C until Day 6 (for IL6 ELISA). To the remaining 100 ul in 
the cell culture plate, aseptically add Alamar Blue in an amount equal to 10% of the 
culture volume (lOul). Return plates to incubator for 3 to 4 hours. Then measure 
fluorescence with excitation at 530nm and emission at 590nm using the CytoFluor. 
This yields the growth stimulation/inhibition data. 

On day 5, the IL6 ELISA is performed by coating a 96 well plate with 50-100 
ul/well of Anti-Human JL6 Monoclonal antibody diluted in PBS, pH 7.4, incubate ON 
at room temperature. 

On day 6, empty the plates into the sink and blot on paper towels. Prepare 
Assay Buffer containing PBS with 4% BSA. Block the plates with 200 ul/well of 
Pierce Super Block blocking buffer in PBS for 1-2 hr and then wash plates with wash 
buffer (PBS, 0.05% Tween-20). Blot plates on paper towels. Then add 50 ul/well of 
diluted Anti-Human IL-6 Monoclonal, Biotin-labeled antibody at 0.50 mg/ml. Make 
dilutions of IL-6 stock in media (30, 10, 3, 1, 0.3, 0 ng/ml). Add duplicate samples to 
top row of plate. Cover the plates and incubate for 2 hours at RT on shaker. 

Wash plates with wash buffer and blot on paper towels. Dilute EU-labeled 
Streptavidin 1 :1000 in Assay buffer, and add 100 uJ/well. Cover the plate and 
incubate 1 h at RT. Wash plates with wash buffer. Blot on paper towels. 

Add 100 ul/well of Enhancement Solution. Shake for 5 minutes. Read the 
plate on the Wallac DELFIA Fluorometer. Readings from triplicate samples in each 
assay were tabulated and averaged. 

A positive result in this assay suggests AoSMC cell proliferation and that the 
gene product of interest may be involved in dermal fibroblast proliferation and/or 
smooth muscle cell prohferation. A positive result also suggests many potential uses 
of polypeptides, polynucleotides, agonists and/or antagonists of the gene/gene product 
of interest. For example, inflammation and immune responses, wound healing, and 
angiogenesis, as detailed throughout this specification. Particularly, polypeptides of 
the gene product and polynucleotides of the gene may be used in wound healing and 
dermal regeneration, as well as the promotion of vasculargenesis, both of the blood 
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vessels and lymphatics. The growth of vessels can be used in the treatment of, for 
example, cardiovascular diseases. Additionally, antagonists of polypeptides of the 
gene product and polynucleotides of the gene may be useful in treating diseases, 
disorders, and/or conditions which involve angiogenesis by acting as an anti-vascular 
(e.g., anti-angiogenesis). These diseases, disorders, and/or conditions are known in 
the art and/or are described herein, such as, for example, malignancies, solid tumors, 
benign tumors, for example hemangiomas, acoustic neuromas, neurofibromas, 
trachomas, and pyogenic granulomas; artheroscleric plaques; ocular angiogenic 
diseases, for example, diabetic retinopathy, retinopathy of prematurity, macular 
degeneration, corneal graft rejection, neovascular glaucoma, retrolental fibroplasia, 
rubeosis, retinoblastoma, uvietis and Pterygia (abnormal blood vessel growth) of the 
eye; rheumatoid arthritis; psoriasis; delayed wound healing; endometriosis; 
vasculogenesis; granulations; hypertrophic scars (keloids); nonunion fractures; 
scleroderma; trachoma; vascular adhesions; myocardial angiogenesis; coronary 
collaterals; cerebral collaterals; arteriovenous malformations; ischemic limb 
angiogenesis; Osier- Webber Syndrome; plaque neovascularization; telangiectasia; 
hemophiliac joints; angiofibroma; fibromuscular dysplasia; wound granulation; 
Crohn's disease; and atherosclerosis. Moreover, antagonists of polypeptides of the 
gene product and polynucleotides of the gene may be useful in treating anti- 
hyperproliferative diseases and/or anti-inflammatory known in the art and/or 
described herein. 

One skilled in the art could easily modify the exemplified studies to test the 
activity of polynucleotides (e.g., gene therapy), antibodies, agonists, and/or 
antagonists and fragments and variants thereof. 

Example 56: CeDular Adhesion Molecule (CA3VD Expression on Endothelial 
Ceils 

The recruitment of lymphocytes to areas of inflammation and angiogenesis 
involves specific receptor-ligand interactions between cell surface adhesion molecules 
(CAMs) on lymphocytes and the vascular endothelium. The adhesion process, in 
both normal and pathological settings, follows a multi-step cascade that involves 
intercellular adhesion molecule- 1 (ICAM-1), vascular cell adhesion molecule- 1 
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(VCAM-1), and endothelial leukocyte adhesion molecule- 1 (E-selectin) expression on 
endothelial cells (EC). The expression of these molecules and others on the vascular 
endothelium determines the efficiency with which leukocytes may adhere to the local 
vasculature and extravasate into the local tissue during the development of an 
5 inflammatory response. The local concentration of cytokines and growth factor 
participate in the modulation of the expression of these CAMs. 

Briefly, endothelial cells (e.g., Human Umbilical Vein Endothelial cells 
(HUVECs)) are grown in a standard 96 well plate to confluence, growth medium is 
removed from the cells and replaced with 100 fxl of 199 Medium (10% fetal bovine 

10 serum (FBS)). Samples for testing and positive or negative controls are added to the 
plate in triplicate (in 10 \il volumes). Plates are then incubated at 37°C for either 5 h 
(selectin and integrin expression) or 24 h (integrin expression only). Plates are 
aspirated to remove medium and 100 \il of 0.1% paraformaldehyde-PBS(with Ca++ 
and Mg++) is added to each well. Plates are held at 4°C for 30 min. Fixative is 

15 removed from the wells and wells are washed IX with PBS(+Ca,Mg) + 0.5% BSA 
and drained. 10 |xl of diluted primary antibody is added to the test and control wells. 
Anti-ICAM-l-Biotin, Anti-VCAM-l-Biotin and Anti-E-selectin-Biotin are used at a 
concentration of 10 ng/ml (1:10 dilution of 0.1 mg/ml stock antibody). Cells are 
incubated at 37°C for 30 min. in a humidified environment. Wells are washed three 

20 times with PBS(+Ca,Mg) + 0.5% BSA. 20 nl of diluted ExtrAvidin-Alkaline 

Phosphotase (1 :5,000 dilution, refered to herein as the working dilution) are added to 
each well and incubated at 37°C for 30 min. Wells are washed three times with 
PBS(+Ca,Mg)+0.5% BSA. Dissolve 1 tablet of p-Nitrophenol Phosphate pNPP per 5 
ml of glycine buffer (pH 10.4); 100 |xl of pNPP substrate in glycine buffer is added to 

25 each test well. Standard wells in triplicate are prepared from the working dilution of 
the ExtrAvidin-Alkaline Phosphotase in glycine buffer: 1 :5,000 (10°) > 10^° 5 > 10* 1 > 
10" 1 * 5 . 5 nl of each dilution is added to triplicate wells and the resulting AP content in 
each well is 5.50 ng, 1.74 ng, 0.55 ng, 0.18 ng. 100 fil of pNNP reagent is then 
added to each of the standard wells. The plate is incubated at 37°C for 4h. A volume 

30 of 50 p.1 of 3M NaOH is added to all wells. The plate is read on a plate reader at 405 
mn using the background subtraction option on blank wells filled with glycine buffer 
only. Additionally, the template is set up to indicate the concentration of AP- 
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conjugate in each standard well [ 5.50 ng; 1.74 ng; 0.55 ng; 0.18 ng]. Results are 
indicated as amount of bound AP-conjugate in each sample. 

Example 57: Alamar Blue Endothelial Cells Proliferation Assay 

This assay may be used to quantitatively determine protein mediated 
inhibition of bFGF-induced proliferation of Bovine Lymphatic Endothelial Cells 
(LECs), Bovine Aortic Endothelial Cells (BAECs) or Human Microvascular Uterine 
Myometrial Cells (UTMECs). This assay incorporates a fluorometric growth 
indicator based on detection of metabolic activity. A standard Alamar Blue 
Proliferation Assay is prepared in EGM-2MV with 1 0 ng /ml of bFGF added as a 
source of endothelial cell stimulation. This assay may be used with a variety of 
endothelial cells with slight changes in growth medium and cell concentration. 
Dilutions of the protein batches to be tested are diluted as appropriate. Serum-free 
medium (GDBCO SFM) without bFGF is used as a non-stimulated control and 
Angiostatin or TSP-1 are included as a known inhibitory controls. 

Briefly, LEC, BAECs or UTMECs are seeded in growth media at a density of 
5000 to 2000 cells/well in a 96 well plate and placed at 37-C overnight. After the 
overnight incubation of the cells, the growth media is removed and replaced with 
GIBCO EC-SFM. The cells are treated with the appropriate dilutions of the protein of 
interest or control protein sample(s) (prepared in SFM ) in triplicate wells with 
additional bFGF to a concentration of 10 ng/ ml. Once the cells have been treated 
with the samples, the plate(s) is/are placed back in the 37° C incubator for three days. 
After three days 10 ml of stock alamar blue (Biosource Cat# DAL1100) is added to 
each well and the plate(s) is/are placed back in the 37°C incubator for four hours. The 
plate(s) are then read at 530nm excitation and 590nm emission using the CytoFluor 
fluorescence reader. Direct output is recorded in relative fluorescence units. 

Alamar blue is an oxidation-reduction indicator that both fluoresces and 
changes color in response to chemical reduction of growth medium resulting from cell 
growth. As cells grow in culture, innate metabolic activity results in a chemical 
reduction of the immediate surrounding environment. Reduction related to growth 
causes the indicator to change from oxidized (non-fluorescent blue) form to reduced 
(fluorescent red) form. i.e. stimulated proliferation will produce a stronger signal and 
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inhibited proliferation will produce a weaker signal and the total signal is proportional 
to the total number of cells as well as their metabolic activity. The background level 
of activity is observed with the starvation medium alone. This is compared to the 
output observed from the positive control samples (bFGF in growth medium) and 
5 protein dilutions. 

Example 58: De tection of Inhibition of a Mixed Lymphocyte Reaction 

This assay can be used to detect and evaluate inhibition of a Mixed 
Lymphocyte Reaction (MLR) by gene products (e.g., isolated polypeptides). 

1 0 Inhibition of a MLR may be due to a direct effect on cell proliferation and viability, 
modulation of costimulatory molecules on interacting cells, modulation of 
adhesiveness between lymphocytes and accessory cells, or modulation of cytokine 
production by accessory cells. Multiple cells may be targeted by these polypeptides 
since the peripheral blood mononuclear fraction used in this assay includes T, B and 

1 5 natural killer lymphocytes, as well as monocytes and dendritic cells. 

Polypeptides of interest found to inhibit the MLR may find application in 
diseases associated with lymphocyte and monocyte activation or proliferation. These 
include, but are not limited to, diseases such as asthma, arthritis, diabetes, 
inflammatory skin conditions, psoriasis, eczema, systemic lupus erythematosus, 

20 multiple sclerosis, glomerulonephritis, inflammatory bowel disease, Crohn's disease, 
ulcerative colitis, arteriosclerosis, cirrhosis, graft vs. host disease, host vs. graft 
disease, hepatitis, leukemia and lymphoma. 

Briefly, PBMCs from human donors are purified by density gradient 
centrifugation using Lymphocyte Separation Medium (LSM®, density 1.0770 g/ml, 

25 Organon Teknika Corporation, West Chester, PA). PBMCs from two donors are 
adjusted to 2 x 10 6 cells/ml in RPMI-1640 (Life Technologies, Grand Island, NY) 
supplemented with 10% FCS and 2 mM glutamine. PBMCs from a third donor is 
adjusted to 2 x 10 5 cells/ml. Fifty microliters of PBMCs from each donor is added to 
wells of a 96-well round bottom microtiter plate. Dilutions of test materials (50 fd) is 

30 added in triplicate to microtiter wells. Test samples (of the protein of interest) are 
added for final dilution of 1 :4; ihuDL-2 (R&D Systems, Minneapolis, MN, catalog 
number 202-IL) is added to a final concentration of 1 \xg/ml; anti-CD4 mAb (R&D 



WO 01/55430 



PCT/US01/01431 



400 

Systems, clone 34930.1 1, catalog number MAB379) is added to a final concentration 
of 10 ug/ml. Cells are cultured for 7-8 days at 37°C in 5% C0 2 , and 1 nC of [ 3 H] 
thymidine is added to wells for the last 16 hrs of culture. Cells are harvested and 
thymidine incorporation determined using a Packard TopCount. Data is expressed as 
5 the mean and standard deviation of triplicate determinations. 

Samples of the protein of interest are screened in separate experiments and 
compared to the negative control treatment, anti-CD4 mAb, which inhibits 
proliferation of lymphocytes and the positive control treatment, IL-2 (either as 
recombinant material or supernatant), which enhances proliferation of lymphocytes. 
10 One skilled in the art could easily modify the exemplified studies to test the 

activity of polynucleotides (e.g., gene therapy), antibodies, agonists, and/or 
antagonists and fragments and variants thereof. 

It will be clear that the invention may be practiced otherwise than as 
particularly described in the foregoing description and examples. Numerous 
1 5 modifications and variations of the present invention are possible in light of the above 
teachings and, therefore, are within the scope of the appended claims. 

The entire disclosure of each document cited (including patents, patent 
applications, journal articles, abstracts, laboratory manuals, books, or other 
disclosures) in the Background of the Invention, Detailed Description, and Examples 
20 is hereby incorporated herein by reference. Further, the hard copy of the sequence 
listing submitted herewith and the corresponding computer readable form are both 
incorporated herein by reference in their entireties. Additionally, the specification 
and sequence listing of U.S. Provisional Application Nos. 60/231,968, 60/179,065 
and 60/180,628 are all hereby incorporated by reference in their entirety. 
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INDICATIONS RELATING TO A DEPOSITED MICROORGANISM 
OR OTHER BIOLOGICAL MATERIAL 

(PCTRulel3Ws) 



Tlie indications made below relate to the deposited imcroorganism or other biological material referred to in the 
description in Table 1 on page 47. 



B. IDENTIFICATION OF DEPOSIT 



Further deposits are identified on an additional sheet CJ 



Name of depositary institution: American Type Culture Collection 



Address of depositary institution (including postal code and country) 
10801 University Boulevard 
Manassas, Virginia 201 1 0-2209 
United States of America 



Date of deposit 

09 June 2000 



Accession Number 
PTA-2072 



C. ADDITIONAL INDICATIONS (leave blank if not applicable) 



This information is continued on an additional sheet D 



D. DESIGNATED STATES FOR WHICH INDICATIONS ARE MADE p e ^ w ^ Wfl , 
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Europe 

£SaT t?T d6S l^ ationS f ^ a Eur °P ean Patent is «^ « sample of the deposited microorganism will be made available 
Sir^ 0 !^^^,^ thC ST* ° f * e *° date on which the ^cation has been .rfcwlT 

— — i U. Continued on additional sheets 



E. SEPARATE FURNISHING OF INDICATIONS 



S^^SS? ^ SUbmitted *° * e intOTational Bureau later (specify the general nature of the 



indications eg., "Accession 



For receiving Office use" only 



For International Bureau useonly 



□ This sheet was received with the international application 



□ This sheet was received by the International Bureau < 



Authorized officer 



Authorized officer 



Revised Form PCT/RO/134 (Januaiy 2001) 



Petrol 24ep^olbst 
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ATCC Deposit No. PTA-2072 
CANADA 

The applicant requests that, until either a Canadian patent has been issued on the basis of an 
application or the application has been refused, or is abandoned and no longer subject to 
reinstatement, or is withdrawn, the Commissioner of Patents only authorizes the furnishing of 
a sample of the deposited biological material referred to in the application to an independent 
expert nominated by the Commissioner, the applicant must, by a written statement, inform the 
International Bureau accordingly before completion of technical preparations for publication 
of the international application. 

NORWAY 

The applicant hereby requests that the application has been laid open to public inspection (by 
the Norwegian Patent Office), or has been finally decided upon by the Norwegian Patent 
Office without having been laid open inspection, the furnishing of a sample shall only be 
effected to an expert in the art. The request to this effect shall be filed by the applicant with 
the Norwegian Patent Office not later than at the time when the application is made available 
to the public under Sections 22 and 33(3) of the Norwegian Patents Act. If such a request has 
been filed by the applicant, any request made by a third party for the furnishing of a sample 
shall indicate the expert to be used. That expert may be any person entered on the list of 
recognized experts drawn up by the Norwegian Patent Office or any person approved by the 
applicant in the individual case. 

AUSTRALIA 

The applicant hereby gives notice that the furnishing of a sample of a microorganism shall 
only be effected prior to the grant of a patent, or prior to the lapsing, refusal or withdrawal of 
the application, to a person who is a skilled addressee without an interest in the invention 
(Regulation 3.25(3) of the Australian Patents Regulations). 

FINLAND 

The applicant hereby requests mat, until the application has been laid open to public 
inspection (by the National Board of Patents and Regulations), or has been finally decided 
upon by the National Board of Patents and Registration without having been laid open to 
public inspection, the furnishing of a sample shall only be effected to an expert in the art. 
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ATCC Deposit No.: PTA-2072 



UNITED KINGDOM 

The applicant hereby requests that the furnishing of a sample of a microorganism shall only 
be made available to an expert. The request to this effect must be filed by the applicant with 
the International Bureau before the completion of the technical preparations for the 
international publication of the application. 

DENMARK 

The applicant hereby requests that, until the application has been laid open to public 
inspection (by the Danish Patent Office), or has been finally decided upon by the Danish 
Patent office without having been laid open to public inspection, the furnishing of a sample 
shall only be effected to an expert in the art The request to this effect shall be filed by the 
applicant with the Danish Patent Office not later that at the time when the application is made 
available to the public under Sections 22 and 33(3) of the Danish Patents Act. If such a 
request has been filed by the applicant, any request made by a third party for the furnishing of 
a sample shall indicate the expert to be used. That expert may be any person entered on a list 
of recognized experts drawn up by the Danish Patent Office or any person by the applicant in 
the individual case. 

SWEDEN 

The applicant hereby requests that, until the application has been laid open to public 
inspection (by the Swedish Patent Office), or has been finally decided upon by the Swedish 
Patent Office without having been laid open to public inspection, the furnishing of a sample 
shall only be effected to an expert in the art The request to this effect shall be filed by the 
applicant with the Mernational Bureau before the expiration of 16 months from the priority 
date (preferably on the Form PCT/RO/134 reproduced in annex Z of Volume I of the PCT 
Applicants Guide). If such a request has been filed by the applicant any request made by a 
third party for the furnishing of a sample shall indicate the expert to be used. That expert may 
be any person entered on a list of recognized experts drawn up by the Swedish Patent Office 
or any person approved by a applicant in the individual case. 

NETHERLANDS 

The applicant hereby requests that until the date of a grant of a Netherlands patent or until the 
date on which the application is refused or withdrawn or lapsed, the microorganism shall be 
made available as provided in the 31F(1) of the Patent Rules only by the issue of a sample to 
an expert. The request to this effect must be furnished by the applicant with the Netherlands 
Industrial Property Office before the date on which the application is made available to the 
public under Section 22C or Section 25 of the Patents Act of the Kingdom of the Netherlands, 
whichever of the two dates occurs earlier. 
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Wliat Is Claimed Is: 

1 . An isolated nucleic acid molecule comprising a polynucleotide having 
a nucleotide sequence at least 95% identical to a sequence selected from the group 
5 consisting of: 

(a) a polynucleotide fragment ofSEQ ID NO:X or a polynucleotide 
fragment of the cDNA sequence included in ATCC Deposit No:Z, which is 
hybridizable to SEQ ID NO:X; 

(b) a polynucleotide encoding a polypeptide fragment of SEQ ID 

10 NO:Y or a polypeptide fragment encoded by the cDNA sequence included in ATCC 
Deposit No:Z, which is hybridizable to SEQ ID NO:X; 

(c) a polynucleotide encoding a polypeptide domain of SEQ ID NO:Y 
or a polypeptide domain encoded by the cDNA sequence included in ATCC Deposit 
No:Z, which is hybridizable to SEQ ID NO:X; 

15 (d) a polynucleotide encoding a polypeptide epitope of SEQ ID NO:Y 

or a polypeptide epitope encoded by the cDNA sequence included in ATCC Deposit 
No:Z, which is hybridizable to SEQ ID NO:X; 

(e) a polynucleotide encoding a polypeptide of SEQ ID NO: Y or the 
cDNA sequence included in ATCC Deposit No:Z, which is hybridizable to SEQ ID 

20 NO:X, having biological activity; 

(f) a polynucleotide which is a variant of SEQ ID NO:X; 

(g) a polynucleotide which is an allelic variant of SEQ ID NO:X; 

(h) a polynucleotide which encodes a species homologue of the SEQ 

IDNO:Y; 

25 (i) a polynucleotide capable of hybridizing under stringent conditions 

to any one of the polynucleotides specified in (a)-(h), wherein said polynucleotide 
does not hybridize under stringent conditions to a nucleic acid molecule having a 
nucleotide sequence of only A residues or of only T residues. 
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2. The isolated nucleic acid molecule of claim 1 , wherein the 
polynucleotide fragment comprises a nucleotide sequence encoding a secreted 
protein. 

5 3. The isolated nucleic acid molecule of claim 1, wherein the 

polynucleotide fragment comprises a nucleotide sequence encoding the sequence 
identified as SEQ ID NO:Y or the polypeptide encoded by the cDNA sequence 
included in ATCC Deposit No:Z, which is hybridizable to SEQ ID NO:X. 

10 4. The isolated nucleic acid molecule of claim 1 , wherein the 

polynucleotide fragment comprises the entire nucleotide sequence of SEQ ID NO:X 
or the cDNA sequence included in ATCC Deposit No:Z, which is hybridizable to 
SEQE)NO:X. 

15 5 - The isolated nucleic acid molecule of claim 2, wherein the nucleotide 

sequence comprises sequential nucleotide deletions from either the C-terminus or the 
N-terminus. 

6. The isolated nucleic acid molecule of claim 3, wherein the nucleotide ' 
20 sequence comprises sequential nucleotide deletions from either the C-terminus or the 
N-terminus. 

A recombinant vector comprising the isolated nucleic acid molecule of 

A method of making a recombinant host cell comprising the isolated 
molecule of claim 1. 



7. 

claim 1. 

25 

8. 

nucleic acid 



30 



9. 



10. 



A recombinant host cell produced by the method of claim 8. 

The recombinant host cell of claim 9 comprising vector sequences. 
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11. An isolated polypeptide comprising an amino acid sequence at least 
95% identical to a sequence selected from the group consisting of: 

(a) a polypeptide fragment ofSEQ ID NO:Y or the encoded sequence 

included in ATCC Deposit No:Z; 
5 (b) a polypeptide fragment of SEQ ID NO:Y or the encoded sequence 

included in ATCC Deposit No:Z, having biological activity; 

(c) a polypeptide domain of SEQ ID NO: Y or the encoded sequence 

included in ATCC Deposit No:Z; 

(d) a polypeptide epitope of SEQ ID NO:Y or the encoded sequence 

1 0 included in ATCC Deposit No:Z; 

(e) a secreted form of SEQ ID NO:Y or the encoded sequence 

included in ATCC Deposit No:Z; 

(f) a foil length protein of SEQ ID NO:Y or the encoded sequence 

included in ATCC Deposit No:Z; 
15 (g) a variant of SEQ ID NO:Y; 

(h) an allelic variant of SEQ ID NO: Y; or 

(i) a species homologue of the SEQ ID NO:Y. 

12. The isolated polypeptide of claim 1 1, wherein the secreted form or the. 
foil length protein comprises sequential amino acid deletions from either the C- 
20 terminus or the N-terminus. 

An isolated antibody that binds specifically to the isolated polypeptide 
A recombinant host cell that expresses the isolated polypeptide of 



13. 

of claim 11. 

25 14. 
claim 11. 



15. A method of making an isolated polypeptide comprising: 

(a) cuituring the recombinant host cell of claim 14 under conditions 
30 such that said polypeptide is expressed; and 

(b) recovering said polypeptide. 
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1 6. The polypeptide produced by claim 15. 

17. A method for preventing, treating, or ameliorating a medical condition, 
comprising administering to a mammalian subject a therapeutically effective amount 
of the polypeptide of claim 1 1 or the polynucleotide of claim 1. 

18. A method of diagnosing a pathological condition or a susceptibility to 
a pathological condition in a subject comprising: 

(a) determining the presence or absence of a mutation in the 
polynucleotide of claim 1; and 

(b) diagnosing a pathological condition or a susceptibility to a 
pathological condition based on the presence or absence of said mutation. 

19. A method of diagnosing a pathological condition or a susceptibility to 
a pathological condition in a subject comprising: 

(a) determining the-presence or amount of expression of the 
polypeptide of claim 1 1 in a biological sample; and 

(b) diagnosing a pathological condition or a susceptibility to a 
pathological condition based on the presence or amount of expression of the 
polypeptide. 

20. A method for identifying a binding partner to the polypeptide of claim 
1 1 comprising: 

(a) contacting the polypeptide of claim 1 1 with a binding partner, and 

(b) determining whether the binding partner effects an activity of the 

polypeptide. 

21 . The gene corresponding to the cDNA sequence of SEQ ID NO:Y. 

22. A method of identifying an activity in a biological assay, wherein the 
method comprises: 

(a) expressing SEQ ID NO:X in a cell; 
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(b) isolating the supernatant; 

(c) detecting an activity in a biological assay; and 

(d) identifying the protein in the supernatant having the activity. 



5 23 . The product produced by the method of claim 20. 
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<212> DNA 

<213> Homo sapiens 

<400> 1 



llllll^ ^ CCaa£ * ct tetgacaaaa ctcacacatg cccaccgtgc ccagcacctg 60 

^ CaCC9 !^ a 9tCttcctct tccccccaaa acccaaggac accctcatga 120 

JciSSS- f "1° acatgcgtgg tggtggacgt aagccacgaa gaccctgagg 180 

CtggtaCgtg g ac ^tgg aggtgcataa tgccaagaca aagccgcggg 240 

aggagcagta caacagcacg taccgtgtgg tcagcgtcct caccgtcctg caccaggac? 300 

ESS?? Caaggagtac "Stgcaagg tctccaacaa agccctccca ac«c5tcg 36^ 

agaaaaccat ctccaaagcc aaagggcagc cccgagaacc acaggtgtac accctgcccc 420 

"cS™ tgagCtg T ^aaccagg tcagcctgac ctgcctggtc aaaggcSt tlo 

ccacacctn a rT^ 9 f^^^ gcaatgggca gccggagaac aactacaaga 540 

ccacgcctcc cgtgctggac tccgacggct ccttcttcct ctacagcaag ctcaccgtgg 600 
acaagagcag gtggcagcag gggaacgtct tctcatgctc cgtgatgca? gaggctctg? 

Sc a c?agag J^"*"* Wtctccc tgtctccggg taaatgagtg cgacggcc^c 720 



<210> 2 

<211> 5 

<212> PRT 

<213> Homo sapiens 

<220> 

<22l> site 
<222> (3) 

<223> Xaa equals any of the twenty 
<400> 2 

Trp Ser Xaa Trp Ser 
1 5 



naturally ocurring L- amino acids 



<210> 3 
<211> 86 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<221> Primer_Bind 

<223> Synthetic sequence with 4 tandem copies of the GAS binding site found 
in the IRF1 promoter (Rothman et al., Immunity 1:457-468 (1994)), 18 
nucleotides complementary to the SV40 early promoter, and a Xho I restriction 
site. 

<400> 3 

gcgcctcgag atttccccga aatctagatt tccccgaaat gatttccccg aaatgatttc 60 
cccgaaatat ctgccatctc aattag 86 



<210> 4 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> Primer_Bind 

<223> Synthetic sequence complementary to the SV40 promter; includes a Hind 
III restriction site. 

<400> 4 

gcggcaagct ttttgcaaag. cctaggc 27 



<210> 5 
<211> 271 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> ProteinJBind 

<223> Synthetic promoter for use in biological assays; includes GAS binding 
sites found in the IRF1 promoter (Rothman et al.. Immunity 1:457-468 (1994)). 



<400> 5 

ctcgagattt ccccgaaatc tagatttccc cgaaatgatt tccccgaaat gatttccccg 60 

aaatatctgc catctcaatt agtcagcaac catagtcccg cccctaactc cgcccatccc 120 

gcccctaact ccgcccagtt ccgcccattc tccgccccat ggctgactaa ttttttttat 180 

ttatgcagag gccgaggccg cctcggcctc tgagctattc cagaagtagt gaggaggctt 240 

ttttggaggc ctaggctttt gcaaaaagct t 271 



<210> 6 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> Primer_Bind 

<223> Synthetic primer complementary to human genomic EGR-1 promoter sequence 
(Sakamoto et al., Oncogene 6:867-871 (1991)); includes a Xho I restriction 
site. 
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<400> 6 

gcgctcgagg gatgacagcg atagaacccc gg ^ 32 

<210> 7 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> Primer_Bind 

<223> Synthetic primer complementary to human genomic EGR-1 promoter sequence 
(Sakamoto et al., Oncogene 6:867-871 (1991)); includes a Hind III restriction 
site. 

<400> 7 

gcgaagcttc gcgactcccc ggatccgcct c 31 

<210> 8 

<21l> 12 

<212> DNA 

<213> Homo sapiens 

<400> 8 

ggggactttc cc 12 

<210> 9 
<211> 73 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> PrimerjBind 

<223> Synthetic primer with 4 tandem copies of the NF-KB binding site 
(GGGGACTTTCCC) , 18 nucleotides complementary to the 5 ■ end of the SV40 early 
promoter sequence, and a Xhol restriction site. 

<400> 9 

gcggcctcga ggggactttc ccggggactt tccggggact ttccgggact ttccatcctg 60 
ccatctcaat tag 73 

<210> 10 
<211> 256 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> ProteinJBind 

<223> Synthetic promoter for use in biological assays; includes NF-KB binding 
sites. 
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<400> 10 

ctcgagggga ctttcccggg gactttccgg ggactttccg ggactttcca tctgccatct 60 

caattagtca gcaaccatag tcccgcccct aactccgccc atcccgcccc taactccgcc 120 

cagttccgcc cattctccgc cccatggctg actaattttt tttatttatg cagaggccga 180 

ggccgcctcg gcctctgagc tattccagaa gtagtgagga ggcttttttg gaggcctagg 240 

cttttgcaaa aagctt 256 



<210> 11 

<211> 1180 

<212> DNA 

<213> Homo sapiens 



<220> 

<221> SITE 
<222> (1163) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (1164) 

<223> n equals a,t,g, or c 



<400> 11 

gcagctcaac tcgcagaaac agtggaagca gtcgaaggac ttcaacccac tgacactgta 60 

cttcagagag aaggagatgg agaaagagta ccgactctct gcaatccccg ccttcaaata 120 

ctatgaagcc tgcaccttcc tggtttttct ctccaacttc atcatccaga tgctagtgac 180 

aaacaggccc ggagtgctga aggagcccaa actgatgggt gctatctcct tcttcatctt 240 

cttcttcacc ctccttgtcc tggctcgcca gaatgagtac tactgccgcc tggacttcct 300 

gtggaagaag aagctgaggc aggagaggga ggagacagag acgatggaga acctgactcg 360 

gctgctcttg gagaacgtgc tccctgcaca cgtggccccc cagttcattg gccagaaccg 420 

gcgcaacgag gatctctacc accagtccta tgaatgcgtt tgtgtcctct tcgcctcagt 480 

cccagacttc aaggagttct actctgaatc caacatcaat catgagggcc tagagtgtct 540 

gaggctgctc aatgagataa ttgctgattt tgatgagctg ctctccaagc ccaagttcag 600 

tggggtggag aagatcaaga ccatcggcag cacctacatg gcagccacag gcttaaatgc 660 

cacctctgga caggatgcac aacaggatgc tgaacggagc tgcagccacc ttggcactat 720 

ggtggaattt gccgtggccc tggggtctaa gctggacgtc atcaacaagc attcattcaa 780 

caacttccgc ctgcgagtgg ggttgaacca tggacccgta gtagctggag ttattggggc 840 

ccagaagccg caatatgaca tttggggcaa cacagtgaac gtggccagcc gcatggagag 900 

tacaggagtc cttggcaaaa tccaagtgac tgaggagaca gcatgggccc tacagtccct 960 

gggctacacc tgctacagcc ggggtgtcat caaggtgaaa ggcaaagggc agctctgcac 1020 

ctacttcctg aacacagact tgacacgaac tggacctcct tcagctaccc taggctgaga 1080 

ttgcactcgc cttctaagaa cctcaataaa gagactctgg ggtgtctgga aaaaaaaaaa 1140 

aaaaaaaaaa aaaaaaaaaa aannaaaaaa gggcggccgc 1180 



<210> 12 

<211> 1202 

<212> DNA 

<213> Homo sapiens 

<400> 12 

ccacgcgtcc gggcaccagc tgcccctcct tccacaagta ctcaagcctg tttgtaaata 
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ctgaaggaat tgatggggtt gaggaaagga ggtgcatgtg accagggtcc caaggccaca 
gcttttcaga tcctaggaag caagtggcat ttgcttgagt tgtggcctcg gaaggagaat 
gtttatctgt tttctaactt tgctgacacc aggattctcc ctgtcattga gaagaaagca 
ttatctaatt accttcaggt ggtttactta ttctgtaaag aatatgtgta aatattttgt 
acagagccct gtatcaaata aacagccata tgtggttact aatcacctct tctgtcattc 
cgtccttggc caccgctcag tgggaatggt ctctgatctg gatgctccca ccttccatgt 
caggcccaga actgtgccat ggtctgtgga ctcctggtca gccttgactg gctaggagac 
cttgggcagt acctacagtc ttgctgtttc tgtttcatct gcaagaatta tgacccacac 
actccagctg cagcccaggg cactgtgata ttttatacgt gtgtagatgt ttttgtccac 
agttcctggt tcatcactcc cataaccctt tgttataatg ttgggacact gcaggcctca 
gaaaacggaa tctctgtctg tgaccttctc ctgccccatt tcacttgctc aacaccagac 
tttaatctga ctgtagctca taagaccctc attccagaga gggtgctgcc ccatacccgg 
aaggaggaac gctgoacaga gaggccaaga agcatctgga cagacaggcc thgctgggtt 
tagaccttat gctttttgtc cagtttcatc tcaacacagc tgccatgctt cagccatgcc 
tatccaatga cgtctccata aaaggcccag gaacacggga gcttctgaag agctgaacat 
gtggagggag gggaacgaga acttgtccat gtgccaagag ggtggcgcac ccccactcca 
tggggacaga agctccagca tttgcccagg acccgtccag acctcaccct gtgtgtatct 
tcatctggct gtttacttat ttgtatcctt ttctaataao gtttgtaata aactggtaaa 
cataaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa 

3.3. 



<210> 13 

<211> 1867 

<212> DNA 

<213> Homo sapiens 



<400> 13 



ccacgcgtcc gtcaatgctg tgcctcttcc tctaaatctt gttggtacaa tacttggccg 
aaatctgtca ggtcagccca actttccttg tcgtgtcaat gctgtgcctc gtcctatacc 
SSSSSJ* 2T agCCtgCggt tattgtttgc ctgggtggaa ttttaccttt 
52£SS "tattgaaa tgtatttcat cttcacgtct ttctgggcat ataagatcta 
ggCttCatga tsctggtgct ggttatcctg tgcattgtga ctgtctgtgt 
t9 r Catatt ttCtactaaa tgcagaagat tacaggtggc aatggacaag 
ttttctctct gctgcatcaa ctgcaatcta tgtttacatg tattcctfett actactattt 
tttcaaaaca aagatgtatg gcttatttca aacatcattt tactttggat atatggcggt 
atttagcaca gccttgggga taatgtgtgg agcgattggt tacatgggaa caagtgcctt 

taaatS^ ^S*** atgtgaaaat ^actagaga cccaagaaaa cctigaactt 
tggatcaatt tctttttcat aggggtggaa cttgcacagc aaaaacaaac aaacgcaaga 
agagatttgg gctttaacac actgggtact ttgtgggtct ctctttcgtc ggtggcttaa 
agtaacatct atttccattg atcctaggtt cttcctgact gctttctcca actgttcaca 
gcaaatgctt ggattttatg cagtaggcat tactacagta catggctaat cttcccaaaa 

^ a ! agatgaa ata ^ccagc tctcttcagt gaagaggaca aatagtttat 
ttaaagcatt tgttccaata aaataaatag agggaaactt ggatgctaaa attacatgaa 

CCtggCactt a ^ttcta tgttattgaa aaatgatgtt ccagaaagat 
tacttttttc ctcttatttt tactgccatt gtcgacctat tgtgggacat tttLtatat 
tgaatctggg ttcttttttg actttttttt tttcccaatc caacagcatc ctttttttta 
aaagagagaa ttagaaaata ttaaatcctg catgtaatat atctgctgtc atcttagttg 
gaccaacttc ccatttattt atcttaaaac tatacagtta catcttaatt ccatccaaag 
aagatacagt ttgaagacag aagtgtactc tctacaatgc aatttactgt acagttagaa 
S^IKS taaat ^ a agatacttgt ttttattaaa cattttgaga tttagataaa 
gfgS actgaatgtc taaagtgatt atcttttttc cccccaagtt agtcttaaat 
ettttgggtt tgaatgaagg ttttacataa gaaattatta aaaacaaggg gggtgggtaa 
taaatgtata taacattaaa taatgtaacg taggtgtaga ttcccaaatg cStggatg 



120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
900 
960 
1020 
1080 
1140 
1200 
1202 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
900 
960 
1020 
1080 
1140 
1200 
1260 
1320 
1380 
1440 
1500 
1560 
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tacagatcga ctacagagta cttttttctt atgatgattg gtgtagaaat gtgtgatttg 1620 

ggtgggcttt tacatcttgc ctaccattgc atgaaacatt ggggtttctt caaaatgtgt 1680 

gtgtcatact tcttttggga ggggggttgt tttcttctgt ttattttctg agactcctac 1740 

aggagccaaa tttgtaattt agagacactt aattttgtta atcctgtctg ggacacttaa 1800 

gtaacatcta aagcattatt gctttagaat gttcaaataa aatttcctga ccaaaaaaaa 1860 

aaaaaaa 1867 



<210> 14 

<211> 1352 

<212> DNA 

<213> Homo sapiens 



<400> 14 

gcgtccgctt cacagtttca ccttcaggct caaagctggc tctgcagggg acatgagagg 60 

cacaccgaag acccacctcc tggccttctc cctcctctgc ctcctctcaa aggtgcgtac 120 

ccagctgtgc ccgacaccat gtacctgccc ctggccacct ccccgatgcc cgctgggagt 180 

acccctggtg ctggatggct gtggctgctg ccgggtatgt gcacggcggc tgggggagcc 240 

ctgcgaccaa ctccacgtct gcgacgccag ccagggcctg gtctgccagc ccggggcagg- 300 

acccggtgga cggggggccc tgtgcctctt ggcagaggac gacagcagct gtgaggtgaa 360 

cggccgcctg tatcgggaag gggagacctt ccagccccac tgcagcatcc gctgccgctg 420 

cgaggacggc ggcttcacct gcgtgccgct gtgcagcgag gatgtgcggc tgcccagctg 480 

ggactgcccc caccccagga gggtcgaggt cctgggcaag tgctgccctg agtgggtgtg 540 

cggccaagga gggggactgg ggacccagcc ccttccagcc caaggacccc agttttctgg 600 

ccttgtctct tccctgcccc ctggtgtccc ctgcccagaa tggagcacgg cctggggacc 660 

ctgctcgacc acctgtgggc tgggcatggc cacccgggtg tccaaccaga accgcttctg 720 

ccgactggag acccagcgcc gcctgtgcct gtccaggccc tgcccaccct ccaggggtcg 780 

cagtccacaa aacagtgcct tctagagccg ggctgggaat ggggacacgg tgtccaccat 840 

ccccagctgg tggccctgtg cctgggccct gggctgatgg aagatggtcc gtgcccaggc 900 

ccttggctgc aggcaacact ttagcttggg tccaccatgc agaacaccaa tattaacacg 960 

ctgcctggtc tgtctggatc ccgaggtatg gcagaggtgc aagacctagt cctctttcct 1020 

ctaactcact gcctaggagg ctggccaagg tgtccagggt cctctagccc actccctgcc 1080 

tacacacaca gcctatatca aacatgcaca cgggcgagct ttctctccga cttcccctgg 1140 

gcaagagatg ggacaagcag tcccttaata ttgaggctgc agcaggtgct gggctggact 1200 

ggccattttt ctgggggtag gatgaagaga aggcacacag agattctgga tctcctgctg 1260 

ccttttctgg agtttgtaaa attgttcctg aatacaagcc tatgcgtgaa aaaaaaaaaa 1320 

aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aa 1352 



<210> 15 

<211> 1746 

<212> DNA 

<213> Homo sapiens 

<400> 15 

gggacctgcc tcctaatccc cttacttctc tgtccatctc ccttccccag catcgtgcat 60 

ctgaggcatt tgagatcctt tttgaagtct gtccaggcct tccttttatt cctgtggggc 120 

cagacagggg cttaggaagg gccaaaggac catcatgagg ctaagttgcc ccagagcccc 180 

aggatggatg ggcccatttt ttccttattc cctgctcagt tttttcccct gctccttctc 240 

tagtccttct ttcatatttc tccttctcat cttgaaaaca ggatgttccc tcttcccttg 300 

ctgtcccatt tctcccctgt gtccttattt ctcccagtct ctatcccctc tcaagtccag 360 

ggcaggccga tgctattggt gcttcttcac tttgggaccc agttccatat ttgtctttag 420 

tgtatatcct cttcctgata cctccttcag tccctctctg ggccccaagg ctgagaatca 480 

gtgttaactg ggtaaggatc atttgcttcc tacccagctc aatctgccct ggccataggg 540 
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cttcccaggg aaggaagaag agggaagaat ccgaccactt tccaatccag tgccaattgg 
cccactaagc atcctaaagg tgaatgtgcc ctgtgccaat ctctcctcag gactgagtca 
acccccttca acctcctcac ctctctaaac accatccata gtaacatgtg cattactggg 720 
gtacctagga gtcaggactt ttgactt.cag gccagtcatt tcctcccgat ggggaaaggg 780 
tgagatttac atccccaaat gcttgagtcc ctcagtgaaa gaattagttt ttgtttgttt 
gtttaagatt ttggggaaga gatttgagga ggaaagaaag gagatggggt gagagggttt 
ttaagtctga aactctctgt catgagctgt ccccatggtt actcaaggac aaggggggac 
agttttgcct acagctccag agacacagag aacaaagggg tgaccttcat ttttcttcaa 
gccggcctct gtgggggtct gtgagcagct tctactggat ctttgtttgg attctgtgtc 1080 
tgtatttata atttatttga aatgtgctgg gtagtgttct catttgggg 3 ctgaagttag n 40 
caactgggcc ttcagctagg gaaagcagtt gcgggcaggg ggtgggggga gattatattc 
actcctgcca aggactccca gcccaggact ctctttagag caaggaagcc tcgttctctt 
tcttctcaag aggctctctt gttctccatc aggagagcct tgatttaggc tacggcctca 
ctctctatgg ccaccctaag aggaaaggct acttcacctc attacctcca gagggctggg 
cagggccaag tgcctcatag gactcatgtt ctctccaacc agggctggca tcactgcttt ■ ^ 
gcaaagtggg gcctgaggta gaagaaggtg tctggtttct ccagctgctg taggaggcta 1500 
atgggcaggg tacttgccct ttgtcccact agactctaac ccagcaccag ggtgcccacc 1560 
taggaccttt cctggacatg agtttccttc actatcatag tcatgagcct cctacttctg 
ggattgcaga tcaggggtgg ggggagaatg ttgcatgttg ttttctggtg cttgttatta 
tatatttgaa taaacagtgc tgcaagtact tgccatgaag gaaaaaaaaa aaaaaagggc 
ggccgc 



<210> 16 

<211> 1677 

<212> DNA 

<213> Homo sapiens 

<400> 16 



600 
660 



840 
900 
960 
1020 



1200 
1260 
1320 
1380 
1440 



1620 
1680 
1740 
1746 



gcgtccgcaa gttgttggga aaacagacga cacacttgcc ctgctcaacc tggccgcatc 60 

atggctgtga tgccctccct ccctccaggc ctgcatgatg accatcacct tcctgcctta 120 

cacgttttcg ttaatggtga ccttccctga tgtgcctctg ggcatcttct tgttctgtgt 180 

gtgtgtgatc gccatcgggg tcgtgcaggc actgattgtg gggtacgcat tccacttccc 240 

gcacctgctg agcccgcaga tccagcgctc tgcccacagg gctctgtacc gacgacacgt 300 

cctgggcatc gtcctccaag gcccggccct gtgctttgca gcggccatct tctctctctt 360 

ctttgtcccc ttgtcttacc tgctgatggt gactgtcatc ctcctcccct atgtcagcaa 420 

ggtcaccggc tggtgcagag acaggctcct gggccacagg gagccctcgg ctcacccagt 480 

ggaagtcttc tcgtttgacc tccacgagcc actcagcaag gagcgcgtgg aagccttcag 540 

cgacggagtc tacgccatcg tggccacgct tctcatcctg gacatctgcg aagacaacgt 600 

cccggacccc aaggatgtga aggagaggtt cagcggcagc ctcgtggccg ccctgagtgc 660 

gaccgggccg cgcttcctgg cgtacttcgg ctccttcgcc acagtgggac tgctgtggtt 720 

cgcccaccac tcactcttcc tgcatgtgcg caaggccacg cgggccatgg ggctgctgaa 780 

cacgctctcg ctggccttcg tgggtggcct cccactagcc taccagcaga cctcggcctt 840 

cgcccggcag ccccgcgatg agctggagcg cgtgcgtgtc agctgcacca tcatcttcct 90 0 

ggccagcatc ttccagctgg ccatgtggac cacggcgctg ctgcaccagg cggagacgct 960 

gcagccctcg gtgtggtttg gcggccggga gcatgtgctc atgttcgcca agctggcgct 1020 

gtacccctgt gccagcctgc tggccttcgc ctccacctgc ctgctgagca ggttcagtgt 1080 

gggcatcttc cacctcatgc agatcgccgt gccctgcgcc ttcctgttgc tgcgcctgct n 40 

cgtgggcctg gccctggcca ccctgcgggt cctgcggggc ctcgcccggc ccgaacaccc 1200 

cccgccagcc cccacgggcc aggacgaccc acagtcccag ctcctccctg ccccctgcta 1260 

gcagccacag agcccactcc cagccgtcct caccagagat ggaccaggga ggacaggatg 1320 

ctgggcaggg gaagccaagt cacgggcagg ccgcagtggt tcttgcgtgg cctggtttta 1380 

ttttcattgt gaaatatcat gctcttattt cagtcctcaa attgttctcc actttttgcg 1440 

gagagaggag tttcacagga actggaaatg tgctttatgg catttgccta tccactctct 1500 
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ccaacctgaa gacacgttgc caagctcacc tacccgaggg gcagcccact cccagcccct 1560 

ttgaggccta tacagagctg gtggggtcgg gggtgccaag ccaggccctc ccctcccctc 1620 

ggttgttgac acaaagatga ggaagagatg gtaggataaa aaaaaaaaaa aaaaaaa 1677 



<210> 17 

<211> 3798 

<212> DNA 

<213> Homo sapiens 



<400> 17 

ggcacgagtg caggaagttt ggggagagct cggcgattag cacagcgacc cgggccagcg 60 

cagggcgagc gcaggcggcg agagcgcagg gcggcgcggc gtcggtcccg ggagcagaac 12 0 

ccggcttttt cttggagcga cgctgtctct agtcgctgat cccaaatgca ccggctcatc 180 

tttgtctaca ctctaatctg cgcaaacttt tgcagctgtc gggacacttc tgcaaccccg 240 

eagagcgcat ccatcaaagc tttgcgcaac gccaacctca ggcgagatga gagcaatcac 300 

ctcacagact tgtaccgaag agatgagacc atccaggtga aaggaaacgg ctacgtgcag 360 

agtcctagat tcccgaacag ctaccccagg aacctgctcc tgacatggcg gcttcactct 420 

caggagaata cacggataca gctagtgttt gacaatcagt ttggattaga ggaagcagaa 480 

aatgatatct gtaggtatga ttttgtggaa gttgaagata tatccgaaac cagtaccatt 540 

attagaggac gatggtgtgg acacaaggaa gttcctccaa ggataaaatc aagaacgaac 600 

caaattaaaa tcacattcaa gtccgatgac tactttgtgg ctaaacctgg attcaagatt 660 

tattattctt tgctggaaga tttccaaccc gcagcagctt cagagaccaa ctgggaatct 720 

gtcacaagct ctatttcagg ggtatcctat aactctccat cagtaacgga tcccactctg 780 

attgcggatg ctctggacaa aaaaattgca gaatttgata cagtggaaga tctgctcaag 840 

tacttcaatc cagagtcatg gcaagaagat cttgagaata tgtatctgga cacccctcgg 900 

tatcgaggca ggtcatacca tgaccggaag tcaaaagttg acctggatag gctcaatgat 960 

gatgccaagc gttacagttg cactcccagg aattactcgg tcaatataag agaagagctg 1020 

aagttggcca atgtggtctt ctttccacgt tgcctcctcg tgcagcgctg tggaggaaat 1080 

tgtggctgtg gaactgtcaa ctggaggtcc tgcacatgca attcagggaa aaccgtgaaa 1140 

aagtatcatg aggtattaca gtttgagcct ggccacatca agaggagggg tagagctaag 1200 

accatggctc tagttgacat ccagttggat caccatgaac gatgtgattg tatctgcagc 1260 

tcaagaccac ctcgataaga gaatgtgcac atccttacat taagcctgaa agaaccttta 1320 

gtttaaggag ggtgagataa gagacccttt tcctaccagc aaccaaactt actactagcc 1380 

tgcaatgcaa tgaacacaag tggctgctga gtctcagcct tgctttgtta atgccatggc 1440 

aagtagaaag gtatatcatc aacttctata cctaagaata taggattgca tttaataata 1500 

gtgtttgagg ttatatatgc acaaacacac acagaaatat attcatgtct atgtgtatat 1560 

agatcaaatg ttttttttgg tatatataac caggtacacc agagcttaca tatgtttgag 1620 

ttagactctt aaaatccttt gccaaaataa gggatggtca aatatatgaa acatgtcttt 1680 

agaaaattta ggagataaat ttatttttaa attttgaaac acaaaacaat tttgaatctt 1740 

gctctcttaa agaaagcatc ttgtatatta aaaatcaaaa gatgaggctt tcttacatat 1800 

acatcttagt tgattattaa aaaaggaaaa atatggtttc cagagaaaag gccaatacct 1860 

aagcattttt tccatgagaa gcactgcata cttacctatg tggactataa taacctgtct 1920 

ccaaaaccat gccataataa tataagtgct ttagaaatta aatcattgtg ttttttatgc 1980 

attttgctga ggcatgctta ttcatttaac acctatctca aaaacttact tagaaggttt 2040 

tttattatag tcctacaaaa gacaatgtat aagctgtaac agaattttga attgtttttc 2100 

tttgcaaaac ccctccacaa aagcaaatcc tttcaagaat ggcatgggca ttctgtatga 2160 

acctttccag atggtgttca gtgaaagatg tgggtagttg agaacttaaa aagtgaacat 2220 

tgaaacatcg acgtaactgg aaattaggtg ggatatttga taggatccat atctaataat 2280 

ggattcgaac tctccaaact acaccaatta atttaatgta tcttgctctt gtgttcccgt 2340 

ctttttgaaa tatagacatg gatttataat ggcattttat atttggcagg ccatcataga 2400 

ttatttacaa cctaaaagct tttgtgtatc aaaaaaatca cattttatta atgtaaattt 2460 

ctaatcgtat acttgctcac tgttctgatt tcctgtttct gaaccaagta aaatcagtcc 2520 

tagaggctat ggttcttaat ctatggagct tgctttaaga agccagttgt caattgtggt 2580 
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aacacaagtt tggccctgct gtcctactgt ttaatagaaa actgttttac attggttaat 2640 

ggtatttaga gtaatttttt ctctctgcct cctttgtgtc tgttttaaag gagactaact 2700 

ccaggagtag gaaatgattc atcatcctcc aaagcaagag gcttaagaga gaaacaccga 2760 

aattcagata gctcagggac tgctaacaga gaactacatt tttcttattg ccttgaaagt 2820 

taaaaggaaa gcagatttct tcagtgactt tgtggtccta ctaactacaa ccagtttggg 2880 

tgacagggct ggtaaagtcc cagtgttaga tgagtgacct aaatatactt agatttctaa 2940 

gtatggtgct ctcaggtcca agttcaacta ttcttaagca gtgcaattct tcccagttat 3000 

ttgagatgaa agatctctgc ttattgaaga tgtaccttct aaaactttcc taaaagtgtc 3060 

tgatgttttt actcaagagg ggagtggtaa aattaaatac tctattgttc aattctctaa 3120 

aatcccagaa cacaatcaga aatagctcag gcagacacta ataattaaga acgctcttcc 3180 

tcttcataac tgctttgcaa gtttcctgtg aaaacatcag tttcctgtac caaagtcaaa 3240 

atgaacgtta catcactcta acctgaacag ctcacaatgt agctgtaaat ataaaaaatg 3300 

agagtgttct acccagtttt caataaacct tccaggctgc aataaccagc aaggttttca 3360 

gttaaagccc tatctgcact ttttatttat tagctgaaat gtaagcaggc atattcactc 3420 

acttttcttt gcctttcctg agagttttat taaaacttct cccttggtta cctgttatct 3480 

tttgcacttc taacatgtag ccaataaatc tatttgatag ccatcaaagg aataaaaagc 3540 

tggccgtaca aattacattt caaaacaaac. cctaataaat ccacatttcc gcatggctca 3600 

ttcacctgga ataatgcctt ttattgaata tgttcttata gggcaaaaoa ctttcataag 3660 

tagagttttt tatgtttttt gtcatatcgg taacatgcag ctttttcctc tcatagcatt 3720 

ttctatagcg aatgtaatat gcctcttato ttcatgaaaa ataaatattg cttttgaaca 3780 
aaaaaaaaaa aaaaaaaa 



3798 



<210> 18 

<211> 1390 

<212> DNA 

<213> Homo sapiens 

<400> 18 



ccacgcgtcc ggctaacagc acctgctgtt tgttgagcat ttactaactg ccaggcactg 60 

tgctcagccc tttgtgtata tcatcatttt aatcttcatg gctcatggca tcacattcat 120 

ttcttttgga catttacctt gttttgtcat tatggaaatg catacctggt ttagtgcagg 180 

atgtgttcct ggaaatgaaa gtgctcactg agtcagcact atgcaaggtc atgacacttg 240 

agcccctgca gcacagcgtt ctagtcttca gatgttggca gtcaccctto caggcaaagt 300 

cctcaaggcc atgtcaggca tccatctttg cctattatac tctcaatttc tgacaactgc 360 

agggcagtcc atccaggctg cagcagtttt tatgatgtgo tctctaagtc accgaagtgg 420 

tcaccaatga ctaaaagcct gctggccttt gctctgtgtt ctgtaggttt ttatctggga 480 

aattggcatt ttagcatcat gtgccagatt cttcctttgc tagacaactt ttgcaaacca 540 

ttatgagtgt tacccacaat gggtaaaaac catggaccag aacacaaaaa aaatggtgag 600 

aagagaagct tcagoatagt gcagcagaat tgaattggct catgatggtg tggcagaaca 660 

tgttggctga gagctttagc tgtatggtgg ggccgtgttt tttctccotg gctgagagca 72 0 

taaacagttc ttggagaaaa gtaggtaaat caaaactgtg ccattgtggc ttatggtatg 78O 

tatgtcttgg tagttagaaa tgatttggag acggcagtta agtggctggc ccttccatca 840 

gcgaaaggcc tgcctccagc tttgtcctgt gagattaagg atcatgtctt gcttttgtac 900 

ataatgtatc tttatctcct agtgtgtgga aaottacaaa tatttactgg gcgttggata 960 

tgtacactac catataaaca atcctcattt tacaggcaag agcattgagg ctcaaatagg 1020 

ttagataaac aactgcaact agaaggacta gagttgggta agggtggagt ctgacatcag 1080 

gatgggccta ccggagggtt ctgtgtgtgc ttagtgcatt ctgagaccac tggattttcc 1140 

agagagagca gtaaactcag agattgcagt tgttcaaaca tgggtgcacc cagattttgt 1200 

ggggcctaaa gcttgtatga catagtggcc ttctttataa aaaatcccca cagaattata 1260 

tatacacgct taggagtaaa attatgtgtt gtttaggctg agaaaataaa taatcacaaa 1320 

attataaact ttaaaaagct atgcacatta caaacatggt cgggtctgaa aaaaaaaaaa 1380 
aaaaaaaaaa 



1390 
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<210> 19 

<211> 582 

<212> DNA 

<213> Homo sapiens 

<400> 19 

ccacgcgtcc gctggaggcc atggaggaac ccacccagac cggcagcaac ctccatatgc 60 

tacgtggaca ggtgcccctt gtggtcaagg ccctgcagcg gcagcttaaa gatcggagcg 120 
tcagagcccg ccagggatgc ttcagcctcc tcaccgagct ggcgggtgtc ctcccaggca . 180 

gcctggccga gcatatgctt gtgctggtat caggcatcat cttctcgctg gccgaccgct 240 

ccagctcctc caccatccgg atggatgccc tggccttctt gcaagggctg ctgggcaccg 300 

aaccagctga ggccttccac ccacacttgc ctatcctcct gccacctgtg atggcctgtg 360 

tggctgaccc tttctacaag. attgcagcac gaggtcctgg tggtgctgca ggagctggtg 420 

cgggccctgt ggccgctgca caggcctcgg atgctggatc ctgagccacc cagatctgaa 480 

taaaacagat gcttaccctg gaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa 540 

aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aa 582 



<210> 20 

<211> 3386 

<212> DNA 

<213> Homo sapiens 

<400> 20 

ggcacgagcg gcacgagcac acgtactcca tgcgctacct gctgcccagc gtcgtgctcc 60 

tgggcacggc gcccacctac gtgttggcct ggggggtctg gcggctgctc tccgccttcc 120 

tgcccgcccg cttctaccaa gcgctggacg accggctcta ctgcgtctac cagagcatgg 180 

tgctcttctt cttcgagaat tacaccgggg tccagatatt gctatatgga gatttgccaa 240 

aaaataaaga aaatataata tatttagcaa atcatcaaag cacagttgac tggattgttg 300 

ctgacatctt ggccatcagg cagaatgcgc taggacatgt gcgctacgtg ctgaaagaag 360 

ggttaaaatg gctgccattg tatgggtgtt actttgctca gcatggagga atctatgtaa 420 

agcgcagtgc caaatttaac gagaaagaga tgcgaaacaa gttgcagagc tacgtggacg 480 

caggaactcc aatgtatctt gtgatttttc cagaaggtac aaggtataat ccagagcaaa 540 

caaaagtcct ttcagctagt caggcatttg ctgcccaacg tggccttgca gtattaaaac 600 

atgtgctaac accacgaata aaggcaactc acgttgcttt tgattgcatg aagaattatt 660 

tagatgcaat ttatgatgtt acggtggttt atgaagggaa agacgatgga gggcagcgaa 720 

gagagtcacc gaccatgacg gaatttctct gcaaagaatg tccaaaaatt catattcaca 780 

ttgatcgtat cgacaaaaaa gatgtcccag aagaacaaga acatatgaga agatggctgc 840 

atgaacgttt cgaaatcaaa gataagatgc ttatagaatt ttatgagtca ccagatccag 900 

aaagaagaaa aagatttcct gggaaaagtg ttaattccaa attaagtatc aagaagactt 960 

taccatcaat gttgatctta agtggtttga ctgcaggcat gcttatgacc gatgctggaa 1020 

ggaagctgta tgtgaacacc tggatatatg gaaccctact tggctgcctg tgggttacta 1080 

ttaaagcata gacaagtagc tgtctccaga cagtgggatg tgctacattg tctatttttg 1140 

gcggctgcac atgacatcaa attgtttcct gaatttatta aggagtgtaa ataaagcctt 1200 

gttgattgaa gattggataa tagaatttgt gacgaaagct gatatgcaat ggtcttgggc 1260 

aaacatacct ggttgtacaa ctttagcatc ggggctgctg gaagggtaaa agctaaatgg 1320 

agtttctcct gctctgtcca tttcctatga actaatgaca acttgagaag gctgggagga 1380 

ttgtgtattt tgcaagtcag atggctgcat ttttgagcat taatttgcag cgtatttcac 1440 

tttttctgtt attttcaatt tattacaact tgacagctcc aagctcttat tactaaagta 1500 

tttagtatct tgcagctagt taatatttca tcttttgctt atttctacaa gtcagtgaaa 1560 

taaattgtat ttaggaagtg tcaggatgtt caaaggaaag ggtaaaaagt gttcatgggg 1620 

aaaaagctct gtttagcaca tgattttatt gtattgcgtt attagctgat tttactcatt 1680 

ttatatttgc aaaataaatt tctaatattt attgaaattg cttaatttgc acaccctgta 1740 
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cacacagaaa atggtataaa atatgagaac gaagtttaaa attgtgactc tgattcatta 1800 

tagcagaact ttaaatttcc cagctttttg aagatttaag ctacgctatt agtacttccc i860 

tttgtctgtg ccataagtgc ttgaaaacgt taaggttttc tgttttgttt tgttttttta 1920 

atatcaaaag agtcggtgtg aaccttggtt ggaccccaag ttcacaagat ttttaaggtg i 980 

atgagagcct gcagacattc tgcctagatt tactagcgtg tgccttttgc ctgcttctct 2040 

ttgatttcac agaatattca ttcagaagtc gcgtttctgt agtgtggtgg attcccactg 2100 

ggctctggtc cttcccttgg atcccgtcag tggtgctgct cagcggcttg cacgtagact 2160 

tgctaggaag aaatgcagag ccagcctgtg ctgcccactt tcagagttga actctttaag 2220 

cccttgtgag tgggcttcac cagctactgc agaggcattt tgcatttgtc tgtgtcaaga 2280 

agttcacctt ctcaagccag tgaaatacag acttaattcg tcatgactga acgaatttgt 2340 

ttatttccca ttaggtttag tggagctaca cattaatatg tatcgcctta gagcaagagc 2400 

tgtgttccag gaaccagatc atgattttta gccatggaac aatatatccc atgggagaag 2460 

acctttcagt gtgaactgtt ctatttttgt gttataattt aaaottcgat ttcctcatag 2520 

tcctttaagt tgacatttct gcttactgct actggatttt tgctgcagaa atatatcagt 2580 

ggcccacatt aaacatacca gttggatcat gataagcaaa atgaaagaaa taatgattaa 2640 

gggaaaatta agtgactgtg ttacactgct tctcccatgc cagagaataa actctttcaa -2700 

gcatcatctt tgaagagtcg tgtggtgtga attggtttgt gtacattaga atgtatgcac 2760 

acatccatgg acactcagga tatagttggc ctaataatcg gggcatgggt aaaacttatg 2820 

aaaatttcot catgctgaat tgtaattttc tcttacctgt aaagtaaaat ttagatcaat 2880 

tccatgtctt tgttaagtac agggatttaa tatattttga atataatggg tatgttctaa 2940 

atttgaactt tgagaggcaa tactgttgga attatgtgga ttctaactca ttttaacaag 3000 

gtagcctgac ctgcataaga tcacttgaat gttaggtttc atagaactat actaatcttc 3060 

tcacaaaagg tctataaaat acagtcgttg aaaaaaattt tgtatcaaaa tgtttggaaa 3120 

attagaagct tctccttaac ctgtattgat actgacttga attattttct aaaattaaga 3180 

gccgtatacc tacctgtaag tcttttcaca tatcatttaa acttttgttt gtattattac 3240 

!f"!!! ag ctta 9 fctatt aatttttctt tataagaatg ccgtcgatgt gcatgctttt 3300 

atgtttttca gaaaagggtg tgtttggatg aaagtaaaaa aaaaaataaa atctttcact 3360 
gtctctaaaa aaaaaaaaaa aaaaaa 

3386 

<210> 21 

<211> 557 

<212> DMA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (468) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (479) 

<223> n equals a,t,g # or c 
<220> 

<221> SITE 
<222> (503) 

<223> n equals a.t^g, or c 

<220> 
<221> SITE 
<222> (539) 

<223> n equals a,t,g, or c 
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<220> 

<221> SITE 
<222> (545) 

<223> n equals a,t,g, or c 
<400> 21 

ggttatctgc tgccttggta cccccccgcc attacacaag agtacatttt aagcacatta 60 

tacctgagtg attgttgtaa aacacagatg caatctttcc accatcctct aagaattctt 120 

ctgtggcttc cattggttac caaaaaaagt ctgtgtccag tgcacaagac catgacccag 180 

ctcagcctgg tccttgcctc cttgtctaac tccctctcct tcgggtatcc aggatttgtt 240 

cgtgctaaca gacagacttc tctaataggt gaattccttg gtgggggtgg gtggcatgcc 300 

tttgcatatt gctttctctc tgctgagaat gcaagcctgt ccctagccgt ttctgccact 360 

cctcctgatc tggtgagttt gatctgcctt tcacaatgaa tcccagkcag taaatattta 420 

tcactgacat gctgaccctg gcaaaaattg atgagagact caactaangc agtgatagng 480. 

aaggtacaga tttgacatct ggntaggaca tagggttgac aaactttgtc actctttang 540 

tgtanaggga aatcccc • 557 



<210> 22 

<211> 1183 

<212> DNA 

<213> Homo sapiens 

<400> 22 

ggcacgagat tcaacatggc agccatgcgc tggcgatggt ggcagcggct gttaccttgg 60 

aggttgctgc aggcccgtgg ctttccacaa aattctgcac ccagcctggg cctaggagcg 120 

aggacttatt cccagggcga ctgctcgtat tcgcgcacgg cgctgtatga tctgctcggc 180 

gtcccctcca cagccacgca ggcccaaatc aaggcggctt actaccgtca gtgctttctc 240 

taccacccgg accgcaactc cgggagcgcg gaggccgccg agcgcttcac gcgcatctcc 300 

caggcctacg tggtgctggg cagtgccacc ctccgtcgca agtatgatcg cggcctactc 360 

agcgacgagg acctgcgcgg acctggcgtc cggccctcca ggacgcccgc acccgacccc 420 

ggctcgccgc gtaccccgcc gcccacctct cggacccacg acggttctcg ggcctccccc 480 

ggcgccaacc gcacgatgtt caactttgac gccttctacc aggcccacta cggggaacaa 540 

ctggagcggg aacggcgcct gagggcccgg cgggaggocc ttcgcaaacg gcaggagtat 600 

cggtccatga aaggcctccg ctgggaggat acccgagaca cggctgccat tttcctcatc 660 

ttttcaatct tcatcatcat cggcttttat atttaatcgg agagagaagg gaaggggagt 720 

gtccccagcc aaccccccag aaacggcctt ttttcctgcc tctgaaccct tggccattga 780 

tagtctacct ttgctgggat ccgaaggaac tgtactcccc ctgccctccc cgacccgccc 840 

agcttagccg atgacctgca catcgctcca ctgtggtcca gaaaaggagg cctttcgatg 900 

tctgagaaag aggccccacg ctgtagagtc ccgaaagccc aggagtgaag ggggttcctg 960 

gagtctctag ggtgcttctt ccagagtctg tcttcttgct tccagatgtg gtcaacttct 1020 

ggaacactcg ctgtagcttt attgtttagc cccaagcaag atttatctcc tcctgccccg 1080 

catgtgtatg gtgggcctct gtaaccttga aatgtgcaat gtgaccaatt gttgactacc 1140 

aaaagaaaag gtctggggtt gtacgaaaaa aaaaaaaaaa aaa 1183 



<210> 23 

<211> 1859 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
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<222> (1807) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (1841) 

<223> n equals a,t,g, or c 



<400> 23 



ccagatgtga ggccacctcc caggaaggag agcacaggaa aagattcctg gtgcaatgtg 
tgagacattt tgctgtcagy tggaagagct gatctgctgg ctgtataatg ttgcagatgt 
tactgaccac gggactgcag ccaggtccaa tcttacaagt ctcaagtctt ctctgcagct 
ttaccggcaa tttaagaaag atatagatga acatcagtct ctgacggaga gtgtcttaca 
gaagggggag attcttcttc agtgcctgtt ggagaacacc ccagttttag aggatgtcct 
tgggaggatc gcaaagcagt ctggtgagct ggagagccac gcagatcgcc tgtatgactc 
tatcttggcc tctctggaca tgctggctgg ctgcaccctt atccctgaca aaaagcccat 
ggcggcaatg gagcacccat gtgaaggggt ttaacctggc atcttctcag gcagaggtgc 
aacctgtcgg ccaaacactg gctagtgaga aaaaaawcct tcaagaagtc cttgcaagag 
ccattcaaca ctgaagtcaa gggggaaacc ttcaatatac tagctttaaa atgcctttct 
cctccctgaa tggagggctg agttactatt tttatttaca atgaatcctt ccaaactaag 
gttttccttt tggtgcttct ccacaaagag cgtgtagctt tgcaattttt gataaaataa 
gacgtgttgc cttcccctct atcccattaa aaaagagcag ataaagctca aactattcca 
cctggtaggg tcatttacca agggctggta ggagattccg aatactcaat attctcaggc 
atgcaagagg acctaagaga ctgaaaaaag tgaattgttg gccagaaacc ttgggtcttt 
tcataaaagg aaatttgggc ttgtcaatcc ctctttaaag atataggtag aaagaagaga 
tttttaaccc tttgtctgca aaagaaaaag ggttaaatga agcatctata cagatgactt 
tgggagatta tgacaccttt tgccatcttc agggcttacg tctttacttt cttggctaac 
cagtttctta gaagaaaatg tgtcagggac ttggggatct acagtcatgc tttagcatgg 
ctatggagct aattatcaag cttaaagggt aactttggga ggactcctcc cttcactcct 
agtctccctt ggaagagcag tccaggctca gggaagggaa tggataggat gacacagtaa 
gtacagaaac tgaagctgtc aatagtgaag gaaaaagggg aattcttcgt tgctttggca 
ttgacacata agtactttga ttaaaaaaaa aaaaaaaact, atggatcaac cattcaaagc 
atcaattcta tagctttttg cagcaagatg atcagttatt gctggtaact gcagattcta 
cagaaaagca cttttaaagt tctgttgggc catgaatgaa cctggaagga ggaaagcaca 
gtaacaatgg aaactaaagt cctattatta atgtgacttt tctgcttcag aatttctgag 
actttatagt cactggaaaa tagccattaa attctttaaa gattagctct tcaacagtag 
ctacacataa aatgcagtat ttcaagtgcc tgatgctgct gtggtatgct ttatcataat 
gcttaagggc atgatcmaaa ttwaaatggc ttawgakttt gccatattaa tcatcttagt 
tccatacaca ctgagacttt aaaagggaaa aaccactcta gcaaataatt ggcaattata 
aacctgnatg taaaacattc ttgaaaacct agagttgggt naaaaggtag aagaatgtc 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
900 
960 
1020 
1080 
1140 
1200 
1260 
1320 
1380 
1440 
1500 
1560 
1620 
1680 
1740 
1800 
1859 



<210> 24 

<211> 1594 

<212> DNA 

<213> Homo sapiens 



<400> 24 



ccacgcgtcc gaaataacat aattgaaggc agtaaaagtg aaattaaata ggaagatcat 
cagtcaagga agacccactg gagaggacag aaaatgaagc agtgttttat catgtgtatt 
tcagcaggtc ttcttgaaat ttaactaaaa atatgactgc tctctcttca gagaactgct 180 
cttttcagta ccagttacgt caaacaaacc agcccctaga tgttaactat ctgctattct 240 
tgatcatact tgggaaaata ttattaaata tccttacact aggaatgaga agaaaaaaca 300 
cctgtcaaaa ttttatggaa tatttttgca tttcactagc attcgttgat cttttacttt 



60 
120 
180 
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tggtaaacat ttccattata ttgtatttca gggattttgt acttttaagc attaggttca 420 

ctaaatacca catctgccta tttactcaaa ttatttcctt tacttatggc tttttgcatt 480 

atccagtttt cctgacagct tgtatagatt attgcctgaa tttctctaaa acaaccaagc 540 

tttcatttaa gtgtcaaaaa ttattttatt tctttacagt aattttaatt tggatttcag 600 

tccttgctta tgttttggga gacccagcca tctaccaaag cctgaaggca cagaatgctt 660 

attctcgtca ctgtcctttc tatgtcagca ttcagagtta ctggctgtca tttttcatgg 720 

tgatgatttt atttgtagct ttcataacct gttgggaaga agttactact ttggtacagg 780 

ctatcaggat aacttcctat atgaatgaaa ctatcttata ttttcctttt tcatcccact 840 

ccagttatac tgtgagatct aaaaaaatat tcttatccaa gctcattgtc tgttttctca 900 

gtacctggtt accatttgta ctacttcagg taatcattgt tttacttaaa gttcagattc 960 

cagcatatat tgagatgaat attccctggt tatactttgt caatagtttt ctcattgcta 1020 

cagtgtattg gtttaattgt cacaagctta atttaaaaga cattggatta cctttggatc 1080 

catttgtcaa ctggaagtgc tgcttcattc cacttacaat tcctaatctt gagcaaattg 1140 

aaaagcctat atcaataatg atttgttaat attattaatt aaaagttaca gctgtcataa 1200 

gatcataatt ttatgaacag aaagaactca ggacafcatta aaaaataaac tgaactaaaa 1260 

caacttttgc cccctgactg atagcatttc agaatgtgtc ttttgaaggg ctatgatacc 1320 

agttattaaa tagtgtttta ttttaaaaac aaaataattc caagaagttt ttatagttat 1380 

tcagggacac tatattacaa atattacttt gttattaaca caaaaagtga taagagttaa 1440 

catttggcta tactgatgtt tgtgttactc aaaaaaacta ctggatgcaa actgttatgt 1500 

aaatctgaga tttcactgac aactttaaga tatcaaccta aacattttta ttaaatgttc 1560 

aaatgaaagc aagaaaaaaa aaaaaaaaaa aaaa 1594 



<210> 25 

<211> 1999 

<212> DNA 

<213> Homo sapiens 



<220> 

<221> SITE 
<222> (532) 

<223> n equals a,t,g, or c 



<220> 

<221> SITE 
<222> (1490) 

<223> n equals a,t # g, or c 



<400> 25 

gcacctgtga aaaggaggaa cgtcatcccc catgatattg gggacccaga tgatgaacca 60 

tggctccgcg tcaatgcata tttaatccat gatactgctg attggaagga cctgaacctg 120 

aagtttgtgc tgcaggttta tcgggactat tacctcacgg gtgatcaaaa cttcctgaag 180 

gacatgtggc ctgtgtgtct agtaagggat gcacatgcag tggccagtgt gccaggggta 240 

tggttggtgt ctgggaagag cctagctggt tgttgccttt cctcggtacc taggtcttca 300 

acatcttggt ccctctctag gctgtgatgg aatctgaaat gaagtttgac aaggaccatg 360 

atggactcat tgaaaatgga ggctatgcag accagaccta tgatggatgg gtgaccacag 420 

gccccaggtt agcgggtagg ggtttccagg aggcctgagg tgagaaactg ggcaacaagg 480 

gattgtaggg ctcaagaaag aatgactcat tgtctattac acggcatggg ancagctgga • 540 

gctgccagtc tgacccccaa acccatgtcc ctgatcagtg cttactgtgg agggctgtgg 600 

ctggcagctg tggctgtgat ggtccagatg gctgctctgt gtggggcaca ggacatccag 660 

gataagtttt cttctatcct cagccggggc caagaagcct atgagagact gctgtggaat 720 

ggtgagttcg gggagcctaa gtagtcttaa ggcagctgag aggacaccag gagccttatt 780 

tttctcttcc tcgactccag gccgctatta caactatgac agcagctctc ggcctcagtc 840 

tcgtagtgtt atgtctgacc agtgtgctgg acagtggttc ctgaaggcct gtggtaggcg 900 
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agaaggagac 
tgagctgaac 
ccatggtgtc 
cgggctggca 
ctgtatcctg 
ccatcttgtc 
tcaggcttct 
aaagactcta 
tatgtatgac 
aggctgctac 
ctgccagcag 
gcagctagcc 
cacaggacta 
agagtgagcc 
ttcctccttc 
cttctctcca 
atcacttatt 
agttgatttc 
agaaagccaa 



actgaggtgt 
gtccaggcct 
cctgataaat 
gctaccatga 
gcccagaaaa 
cgtctataaa 
gtctgtgggt 
ctgcctccat 
tgtcatctct 
cgtaccgtgt 
cgagtgttcc 
ctgcaacagc 
aggacagggc 
gtctgaactg 
cctctgaacc 
cccaattgtg 
tatttctttc 
cccaggtaca 
aaaaaaaaa 



ttcctaccca 
ttgcaggagg 
ccagtgtgca 
tccaagaggt 
cttcctcaac 
gcctcccatt 
catagttatc 
ctatccagtg 
cccaacaggg 
gggagcgcct 
gctcactggc 
agcagcacaa 
ctatgtttgg 
tggragggaa 
tcctgcaacc 
ccagtaaatg 
ctcacctgtt 
ttcatggtgt 



acatgtggtc 
ggccatgggg 
gtctgatgaa 
aatgcactcc 
caccaaattt 
tttccctggt 
tcctccactt 
gaagtggctc 
cctgacttgg 
gggtctggcc 
ctacatgcgg 
aaaggcctcc 
accaaaggaa 
gtgctaacag 
ctgagccatc 

ggggttgagg 

ccctgactgc 
gacagacaca 



cgtgctctcc 
gctgtgaatg 
gtctgggtgg 
ttttcccatc 
cttcaaggca 
atgcattcca 
gctgggagct 
ttcagagggt 
gagggcttcc 
ttccagaccn 
ccactgagca 
tggycaaaag 
gccatggcaa 
cccagcctcc 
aggacaatca 
gtgacctagg 
gtgaaatgtt 
tgggtacaaa 



aaactatctt 
ggatgcagcc 
gtgtggtcta 
tctccaccat 
taacccaatg 
gctcctgcct 
ccttgaaggc 
gccaagttag 
agacagctga 
cagaggcata 
tatgggccat 
tcaaacaggg 
acctgagccc 
agcctggcct 
taccccttcc 
cagcattaga 
cagggaggtc 
taaaagaccc 



960 
1020 
1080 
1140 
1200 
1260 
1320 
1380 
1440 
1500 
1560 
1620 
1680 
1740 
1800 
1860 
1*20 
1980 
1999 



<210> 26 

<211> 2512 

<212> DNA 

<213> Homo sapiens 



<400> 26 

ccacgcgtcc 

gagccagggg 

gtaggcggat 

atctccaaaa 

caggtatctg 

gtcttgttat 

caagttctgg 

agggctgtgg 

gaggagaaag 

cgaccccttg 

ctgaccgctc 

cctgatgctg 

ctgtaaataa 

gaaaggctga 

agtgagaccc 

tagtcctagc 

tgcagtgagc 

tctgaaaaca 

tgaggaagca 

ctctgggcct 

ccagcgtgaa 

gtgtttttgc 

aggctgggac 

gtccagccac 

acccaccacc 

ccagtcctgg 

ttatttcatc 



gtctgagatc 
" ctgagcacag 
cacttgagcc 
agaaaaaaaa 
cagggtatgc 
tggtggtaca 
cctcctactt 
gttcacacct 
tatctggaga 
gtcagtgcct 
cctgacatct 
tctcgaaccc 
taaaactgca 
gacaggagga 
tatttctaca 
tactgaggag 
tatgatcacg 
ataataaaac 
ggcctcagaa 
gtggatccag 
aacagaagtc 
ctctgtttta 
atcccttctt 
tccatggcag 
aggcaccacc 
aggcaggaga 
ctcattttcc 



atgctggcaa 
tggcttacgg 
taggagttca 
aatgtggggg 
accatctggg 
gctctctgcc 
ctcatgtctg 

ca ggggcaga 

agatttctag 
atcatgtggg 
gcctccaccc 
acatctcccc 
ggctgggcac 
tcacttgagg 
aaaaataaaa 
gctgacggag 
ccactgcact 
gacaaccaat 
aggaagccag 
atgtgtgggg 
accgtcagcc 
atttcctgct 
tcctcctaca 
ggaagctgta 
ctggtggggc 
gtgtgtgagc 
tggctagagg 



aagtgagtca 
cctgtaatcc 
agaccagcct 
gagccaggag 
agtcagaagt 
ccccacctct 
tattcctact 
tatattggtt 
aactcagaac 
ccttccagtc 
ccaatgcccc 
gaccctgttc 
agtggcttac 
ccaggagttt 
taaatagcca 
gaggatcact 
ccagcctggg 
gctgactgtg 
ttttccccca 
gccttcagga 
ttgcaccccc 

gggtcctccc 

ttccccctag 
cctccataat 
tgaggttaga 
ccagccccgc 
ttccatgcat 



ggagaggagg 

cagcacttta 

ggccaacgta 

gtagagtctc 

gctttctaca 

gccccaaccc 

gggatacaat 

ctagctaagc 

tgtgcttaga 

cgggcagccc 

cccagggaat 

tccctgataa 

acttgtaatc 

gagaccaacc 

ggcctggtgg 

tgagcccagg 

cgacagagcc 

tctccatcac 

aaattattcc 

gtggcagggg 

ggctctgcct 

ttggacattg 

agcccaaggc 

cagctgcctg 

agggaaagaa 

cctctcagac 

catttttttt 



gcttaaaaag 

ggaggccaag 

gcaagacccc 

tgccctggcc 

aggcctgagg 

caactcatgc 

agaatccccc 

cagaacttag 

ggctggccag 

gtgagggcat 

ggtgtaagtc 

ataaataaaa 

ctagcacttg 

tgggcaatat 

tatgcacctg 

aattggaggc 

agaccctatc 

tgggtggggc 

ctgaggctgc 

ggtggggcct 

cccaggactg 

tcaggtatgc 

tctgtccgtg 

agggcccctg 

tgccagaact 

tctcagacct 

tttttttttt 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
900 
960 
1020 
1080 
1140 
1200 
1260 
1320 
1380 
1440 
1500 
1560 
1620 
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tcagatggag tctcgctctg ttgcccaggc tggagtgcag tggtgctatg tcggctcact 1680 

gaaacctccg cctctcaggt tcaggcgatt ctcctgcctc cgcctcccga gtggctggga 1740 

ttacaggcat gcaccaccac acctggctag tttttgtatt tttggtggag acggggtttc 1800 

accatgttgg ccaggctggt ctcaaactcc tgacctcagg tgatccacct gcctgggctt 1860 

cccaaagtac tgggattata ggcttgagcc accacgcccg gctggttcca tgcatcttac 1920 

ctggatgact tgggtcccta aatgggcccc tgggtgccca gcctcccctc ctccaataca 1980 

ttctctgata atctgacctt gtcatgacca ttggggcacc tgttgcccac agggtagagg 2 040 

ccaggtgcct gaggacagca ctgaaggccg tgcacctcca cctccagcct ccagtcacct 2100 

cacctagctc actgctctct ctcctgcaaa gtctctcctg cttccctccc taagggaagg 2160 

gctggccgct cactgcttgg gcccccttga tttctaagac acctgtgaag ggtcccacaa 2220 

ggccaggcac agtggctctt gtctgtaatc ccagcgctct gggaggctga ggcaggagga 2280 

tcacttgagg fccaggagttc aatgtggaca acacagtaag accctgtctc tacaaaaaaa 2340 

tttaaaactt agctggcatt ggtggcgcat ggctgtagtc ccagctactt gggaggttga 2400 

ggtaggagga tcgcttgaac ccaggagttc aagtctgcag tgagctatga ttgcaccact 2460 

gcactccagc ctgggtgatg gagcgaggcc ccaactcaaa aaaaaaaaaa aa 2512 



<210> 27 

<211> 794 

<212> DNA 

<213> Homo sapiens 

<400> 27 

gcagcgatgt ctccaccacc gctgctgcaa cccctgctgc tgctgctgcc tctgctgaat 60 

gtggagcctt ccggggccac actgatccgc atccctcttc atcgagtcca acctggacgc 120 

aggatcctga acctactgag gggatggaga gaaccagcag agctccccaa gttgggggcc 180 

ccatcccctg gggacaagcc catcttcgta cctctctcga actacaggga tgtgcagtat 240 

tttggggaaa ttgggctggg aacgcctcca caaaacttca ctgttgcctt tgacactggc 300 

tcctccaatc tctgggtccc gtccaggaga tgccacttct tcagtgtgcc ctgctggtta 360 

caccaccgat ttgatcccaa agcctctagc tccttccagg ccaatgggac caagtttgcc 420 

attcaatatg gaactgggcg ggtagatgga atcctgagcg aggacaagct gactattggt 480 

ggaatcaagg gtgcatcagt gattttcggg gaggctctct gggagcccag cctggtcttc 540 

gcttttgccc attttgatgg gatattgggc ctcggttttc ccattctgtc tgtggaagga 600 

gttcggcccc cgatggatgt actggtggag caggggctat tggataagcc tgtcttctcc 660 

ttttacctca acagggaccc tgaagagcct gatggargag arctggtcct ggggggctcg 720 

gacccggcac actacatccc accctcacct ttcgtgccag tcaggtcccc gcctatggca 780 

*** " 7 94 

gatccacagg gage 



<210> 28 
<211> 1947 
<212> DNA 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (480) 

<223> n equals a,t,g, or c 
<400> 28 

ggtcaattta acttaacaag tatttattga atatccacat gtaggecaga atcagattag 
taaccaggtg ccttggaatt ttaaaatttc ,tcctctcttt attaatggat ttagcgagtg 
gaaatcaggc tttctgtgat ggtttataaa ggtattttcc tggctctctt ggagttctct 
gtccaccttg ctgeagtett tgttgtgatg gggagaccac atgggagcgg tccagatgag 
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tgatgctacg ggcccaaact gttagtggcc gtgaggatat aggttgtagg ggacatctgg 300 

agtggaaaga gtgctcttct cacacagctc tctctactta ctgcccctag gatggtsggt 360 

gcaactgtgg caagggcagt cagggtaggg gaatccctta gaggaattca gcagtgacta 420 

gtctggttag cctttcccac aaggcccatt gagttatgag ccccctcctt tggtttgtan 480 

aaagagaagg tagcagccta gaacaggtga gaagatgagg taggtccttc tgctcaaaca 540 

tcctctctcc gtattttacc accacgccca gccaccacta cgyactttaa aaccaaaaaa 600 

agctcaaagg gatggatcat tgtccatggc tcaggagccc cactgtgggg taagtgtgat 660 

gtcgatggat taatttagac agtggtgtat tcatcagggc aaaggaaatt cttccagagg 720 

tgatgatgcg gcagatattc ccagtgctct cccaaagcaa gctggccctc ttgtcatcct 780 

ctcagtgggc ggcaccagct gcccctcctt ccacaagtac tcaagcctgt ttgtaaatac 840 

tgaaggaatt gatggggttg aggaaaggag gtgcatgtga ccagggtccc aaggccacag 900 

cttttcagat cctaggaagc aagtggcatt tgcttgagtt gtggcctcgg aaggagaatg 960 

tttatctgtt ttctaacttt gctgacacca ggattctccc tgtcattgag aagaaagcat 1020 

tatctaatta ccttcaggtg gtttacttat tctgtaaaga atatgtgtaa atattttgta 1080 

cagagccctg tatcaaataa acagccatat gtggttacta atcacctctt ctgtcattcc 1140 

gtccttggcc accgctcagt gggaatggtc tctgatctgg atgctcccac cttccatgtc 1200 

aggcccagaa ctgtgccatg gtctgtggac tcctggtcag ccttgactgg ctaggagacc 1260* 

ttgggcagta cctacagtct tgctgtttct gtttcatctg caagaattat gacccacaca 1320 

ctccagctgc agcccagggc actgtgatat tttatacgtg tgtagatgtt tttgtccaca 1380 

gttcctggtt catcactccc ataacccttt gttataatgt tgggacactg caggcctcag 1440 

aaaacggaat ctctgtctgt gaccttctcc tgccccattt cacttgctca acaccagact 1500 

ttaatctgac tgtagctcat aagaccctca ttccagagag ggtgctgccc catacccgga 1560 

aggaggaacg ctgcacagag aggccaagaa gcatctggac agacaggcct tgctgggttt 1620 

agaccttatg ctttttgtcc agtttcatct caacacagct gccatgcttc agccatgcct 1680 

atccaatgac gtctccataa aaggcccagg aacacgggag cttctgaaga gctgaacatg 1740 

tggagggagg ggaacgagaa cttgtccatg tgccaagagg gtggcgcacc cccactccat 1800 

ggggacagaa gctccagcat ttgcccagga cccgtccaga cctcaccctg tgtgtatctt i860 

catctggctg tttacttatt tgtatccttt tctaataayg tttgtaataa actggtaaac 192 0 
ataaaaaaaa aaaaaaaaaa actcgta 



1947 



<210> 29 

<211> 3076 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (3064) 

<223> 11 equals a,t,g, or c 
<400> 29 

tagaaggtac gcctgcaggt accggtccgg aattcccggg tcgacscacg cgwmcgcacg 60 

tatcaagata aagaggaagt tgtcttatgg atgaatactg ttgggcccta ccataatcgt 120 

caagaaacat ataagtactt ttcacttcca ttctgtgtgg ggtcaaaaaa aagtatcagt 180 

cattaccatg aaactctggg agaagcactt caaggggttg aattggaatt tagtggtctg 240 

gatattaaat ttaaagatga tgtgatgcca gccacttact gtgaaattga tttagataaa 300 

gaaaagagag atgcatttgt atatgccata aaaaatcatt actggtacca gatgtacata 360 

gatgatttac caatatgggg tattgttggt gaggctgatg aaaatggaga agattactat 420 

ctttggacct ataaaaaact tgaaataggt tttaatggaa atcgaattgt tgatgttaat 480 

ctaactagtg aaggaaaggt gaaactggtt ccaaatacta aaatccagat gtcatattca 540 

gtaaaatgga aaaagtcaga tgtgaaattt gaagatcgat ttgacaaata tcttgatccg 600 

tccttttttc aacatcggat tcattggttt tcaattttca actccttcat gatggtgatc 660 

ttcttggtgg gcttagtttc aatgatttta atgagaacat taagaaaaga ttatgctcgg 720 
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tacagtaaag aggaagaaat ggatgatatg gatagagacc taggagatga atatggatgg 780 

aaacaggtgc atggagatgt atttagacca tcaagtcacc cactgatatt ttcctctctg 840 

attggttctg gatgtcagat atttgctgtg tctctcatcg ttattattgt tgcaatgata 900 

gaagatttat atactgagag gggatcaatg ctcagtacag ccatatttgt ctatgctgct 960 

acgtctccag tgaatggtta ttttggagga agtctgtatg ctagacaagg aggaaggaga 1020 

tggataaagc agatgtttat tggggcattc cttatcccag ctatggtgtg tggcactgcc 1080 

ttcttcatca atttcatagc catttattac catgcttcaa gagccattcc ttttggaaca 1140 

atggtggccg tttgttgcat ctgttttttt gttattcttc ctctaaatct tgttggtaca 1200 
atacttggcc gaaatctgtc aggtcagccc aactttcctt gtcgtgtcaa tgctgtgcct ■ 1260 

cgtcctatac cggagaaaaa atggttcatg gagcctgcgg ttattgtttg cctgggtgga 1320 

attttacctt ttggttcaat ctttattgaa atgtatttca tcttcacgtc tttctgggca 1380; 

tataagatct attatgtcta tggcttcatg atgctggtgc tggttatcct gtgcattgtg 1440 

actgtctgtg tgactattgt gtgcacatat tttctactaa atgcagaaga ttaccggtgg 1500 

caatggacaa gttttctctc tgctgcatca actgcaatct atgtttacat gtattccttt 1560 

tactactatt ttttcaaaac aaagatgtat ggcttatttc aaacatcatt ttactttgga 1620 

tatatggcgg tatttagcac agccttgggg ataatgtgtg gagcgattgg ttacatggga 1680 

acaagtgcct ttgtccgaaa aatctatact aatgtgaaaa ttgactagag acccaagaaa 1740 

acctggaact ttggatcaat ttctttttca taggggtgga acttgcacag caaaaacaaa 1800 

caaacgcaag aagagatttg ggctttaaca cactgggtac tttgtgggtc tctctttcgt 1860 

cggtggctta aagtaacatc tatttccatt gatcctaggt tcttcctgac tgctttctcc 1920 

aactgttcac agcaaatgct tggattttat gcagtaggca ttactacagt acatggctaa 1980 

tcttcccaaa aactagctca ttaaagatga aatagaccag ctctcttcag tgaagaggac 2040 

aaatagttta tttaaagcat ttgttccaat aaaataaata gagggaaact tggatgctaa 2100 

aattacatga ataggaatct tcctggcact tagtgtttct atgttattga aaaatgatgt 2160 

tccagaaaga ttactttttt cctcttattt ttactgccat tgtcgaccta ttgtgggaca 2220 

tttttatata ttgaatctgg gttctttttt gacttttttt tttcccaatc caacagcatc 2280 

ctttttttta aaagagagaa ttagaaaata ttaaatcctg catgtaatat atctgctgtc 2340 

atcttagttg gaccaacttc ccatttattt atcttaaaac tatacagtta catcttaatt 2400 

ccatccaaag aagatacagt ttgaagacag aagtgtactc tctacaatgc aatttactgt 2460 

acagttagaa agcaaagtgt taaatggaga agatacttgt ttttattaaa cattttgaga 2520 

tttagataaa ctacatttta actgaatgtc taaagtgatt atcttttttc cccccaagtt 2580 

agtcttaaat cttttgggtt tgaatgaagg ttttacataa gaaattatta aaaacaaggg 2640 

gggtgggtaa taaatgtata taacattaaa taatgtaacg taggtgtaga ttcccaaatg 2700 

catttggatg tacagatcga ctacagagta cttttttctt atgatgattg gtgtagaaat 2760 

gtgtgatttg ggtgggcttt tacatcttgc ctaccattgc atgaaacatt ggggtttctt 2820 

caaaatgtgt gtgtcatact tcttttggga ggggggttgt tttcttctgt ttattttctg 2880 

agactcctac aggagccaaa tttgtaattt agagacactt aattttgtta atcctgtctg 2940 

ggacacttaa gtaacatcta aagcattatt gctttagaat gttcaaataa aatttcctga 3000 

ccaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa 3060 

aaancccggg gggggg 3076 



<210> 30 

<211> 1337 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (1337) 

<223> n equals a,t,g, or c 
<400> 30 

gcttcacagt ttcaccttca ggctcaaarc tggstctgca ggggacatga gaggcacacc 
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gaagacccac ctcctggcct tctccctcct ctgcctcctc tcaaaggtgc gtacccagct 
gtgcccgaca ccatgtacct gcccctggcc acctccccga tgcccgctgg gagtacccct 

ggtgctggat ggctgtggct gctgccgggt atgtgcacgg cggctggggg agccctgcga 240 

ccaactccac gtctgcgacg ccagccaggg cctggtctgc cagcccgggg caggacccgg 300 

tggmcggggg gccctgtgcc tcttggcaga ggacgacagc agctgtgagg tgaacggccg 360 

cctgtatcgg gaaggggaga ccttccagcc ccactgcagc atccgctgcc gctgcgagga 420 

cggcggcttc acctgcgtgc cgctgtgcag cgaggatgtg cggctgccca gctgggactg 480 

cccccacccc aggagggtcg aggtcctggg caagtgctgc cctgagtggg tgtgcggcca 540 
aggaggggga ctggggaccc agccccttcc agcccaagga ccccagtttt ctggccttg.t 
ctcttccctg ccccctggtg tcccctgccc agaatggagc acggcctggg gaccctgctc 
gaccacctgt gggctgggca tggccacccg ggtgtccaac cagaaccgct tctgccgact 

ggagacccag cgccgcctgt gcctgtccag gccctgccca ccctccaggg gtcgcagtcc 780 

acaaaacagt gccttctaga gccgggctgg gaatggggac acggtgtcca ccatccccag 840 

ctggtggccc tgtgcctggg ccctgggctg atggaagatg gtccgtgccc aggcccttgg 900 

ctgcaggcaa cactttagct tgggtccacc atgcagaaca ccaatattaa cacgctgcct 960 

ggtctgtctg gatcccgagg tatggcagag gtgcaagacc tagtccyctt tcctctaact 1020 
cactgcctag gaggctggcc aaggtgtcca gggtcctcta gcccactccc tgcctacaca . 1080 

cacagcctat atcaaacatg cacacgggcg agctttctct ccgacttccc ctgggcaaga 1140 

gatgggacaa gcagtccctt aatattgagg ctgcagcagg tgctgggctg gactggccat 1200 

ttttctgggg gtaggatgaa gagaaggcac acagagattc tggatctcct gctgcctttt 1260 
ctggagtttg taaaattgtt cctgaataca agcctatgcg tgaaaaaaaa aaaaaaaaaa 
aaaaaaaaaa aaaaaan 



120 
180 



600 
660 
720 



1320 
1337 



<210> 31 
<211> 1657 
<212> DNA 

<213> Homo sapiens 
<400> 31 

tgtccaggcc ttccttttat tcctgtgggg ccagacaggg gcttakgaag ggccaaagga 
ccatcatgag gctaagttgc cccagarccc caggatggat gggcccattt tttccttatt 
ccctgctcag ttttttcccc tgctccttct ctagtccttc tttcatattt ctccttctca 
tcttgaaaac aggatgttcc ctcttccctt gctgtcccat ttctcccctg tgtccttatt 
tctcccagtc tctatcccct ctcaagtcca gggcaggccg atgctattgg tgcttcttca 
ctttgggacc cagttccata tttgtcttta gtgtatatcc tcttcctgat acctccttca 
gtccctctct gggccccaag gctgagaatc agtgttaact gggtaaggat catttgcttc 
ctacccagct caatctgccc tggccatagg gcttcccagg gaaggaagaa gagggaagaa 
tccgaccact ttccaatcca gtgccaattg gcccactaag catcctaaag gtgaatgtgc 
cctgtgccaa tctctcctca ggactgagtc aacccccttc aacctcctca cctctctaaa 
caccatccat agtaacatgt gcattactgg ggtacctagg agtcaggact tttgacttca 
ggccagtcat ttcctcccga tggggaaagg gtgagattta catccccaaa tgcttgagtc 720 
cctcagtgaa agaattagtt tttgtttgtt tgtttaagat tttggggaag agatttgagg 780 
aggaaagaaa ggagatgggg tgagagggtt tttaagtctg aaactctctg tcatgagctg 840 
tccccatggt tactcaagga caagggggga cagttttgcc tacagctcca gagacacaga 
gaacaaaggg gtgaccttca tttttcttca agccggcctc tgtgggggtc tgtgagcagc 
ttctactgga tctttgtttg gattctgtgt ctgtatttat aatttatttg aaatgtgctg . L ,y 0 
ggtagtgttc tcatttgggg gctgaagtta gcaactgggc cttcagctag ggaaagcagt 1080 
tgcgggcagg gggtgggggg agattatatt cactcctgcc aaggactccc agcccaggac 1140 
tctctttaga gcaaggaagc ctcgttctct ttcttctcaa gaggctctct tgttctccat 1200 
caggagagcc ttgatttagg ctacggcctc actctctatg gccaccctaa gaggaaaggc 1260 
tacttcacct cattacctcc agagggctgg gcagggccaa gtgcctcata ggactcatgt 132 0 
tctctccaac cagggctggc atcactgctt tgcaaagtgg ggcctgaggt agaagaaggt 1380 
gtctggtttc tccagctgct gtaggaggct aatgggcagg gtacttgccc tttgtcccac 1440 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 



900 
960 
1020 
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tagactctaa cccagcacca gggtgcccac ctaggacctt tcctggacat gagtttcctt 
cactatcata gtcatgagcc tcctacttct gggattgcag atcaggggtg gggggagaat 
gttgcatgtt gttttctggt gcttgttatt atatatttga ataaacagtg ctgcaagtac 
ttgccatgaa ggaaaaaaaa aaaaaaaggg cggccgc 



<210> 32 

<211> 420 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (220) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (419) 

<223> n equals a,t,g, or c 



<400> 32 

gggacctgcc tcctaatccc cttacttctc tgtccatctc ccttccccag catcgtgcat 60 
ctgaggcatt tgagatcctt tttgaagtct gtccaggcct tccttttatt cctgtggggc 
cagacagggg cttaggaagg gccaaaggac catcatgagg ctaagttgcc ccagarcccc 
aggatggatg ggcccatttt ttccytattc cctgctcagn tttttcccct gctccttctc 
tagtccttct ttcatatttc tccttctcat cttgaaaaca ggatgttccc tcttcccttg 300 
ctgtccsatt tctcccctgt gtccttattt ctcccagtct ctatcccctc tcaagtccag 360 
ggcaggccga tgctattggt gcttcttcac tttgggaccc agttcatatt tgctttagng 420 



120 
180 
240 



<210> 33 

<211> 635 

<212> DNA 

<213> Homo sapiens 



<400> 33 



cagttgctaa cttcagcccc aaatgagaac actac 



cttgcagcac 


tgtttattca 


60 


ctccccccac 


ccctgatctg 


120 


gaaactcatg 


tccaggaaag 


180 


ggacaaaggg 


caagtaccct 


240 


ttcttctacc • 


• tcaggcccca 


300 


tgagtcctat 


gaggcacttg 


360 


tttcctctta 


gggtggccat 


420 


gagaacaaga 


gagcctcttg 


480 


ctgggctggg 


agtccttggc 


540 


gctttcccta 


gctgaaggsc 


600 
635 



<210> 34 

<211> 1848 

<212> DNA 

<213> Homo sapiens 
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<220> 

<221> SITE 
<222> (1796) 

<223> n equals a,t,g, or c 



<400> 34 
gaacttccgg 
gccgaggcat 
ttgccgtcta 
tgttccaagt 
ggctgtgatg 
cgttttcgtt 
gtgtgatcgc 
acctgctgag 
tgggcatcgt 
ttgtcccctt 
tcaccggctg 
aagtcttctc 
acggagtcta 
cggaccccaa 
ccgggccgcg 
cccaccactc 
cgctctcgct 
cccggcagcc 
ccagcatctt 
agccctcggt 
acccctgtgc 
gcatcttcca 
tgggcctggc 
cgccagcccc 
agccacagag 
gggcagggga 
ttcattgtga 
gagaggagtt 
aacctgaaga 
gaggcctata 
ttgttgacac 



ctgtcaagct 

tcccgcccag 

cctgatgacc 

tgttgggaaa 

ccctccctcc 

aatggtgacc 

catcggggtc 

cccgcagatc 

cctccaaggc 

gtcttacctg 

gtgcagagac 

gtttgacctc 

cgccatcgtg 

ggatgtgaag 

cttcctggcg 

actcttcctg 

ggccttcgtg 

ccgcgatgag 

ccagctggcc 

gtggtttggc 

cagcctgctg 

cctcatgcag 

cctggccacc 

cacgggccag 

cccactccca 

agccaagtca 

aatatcatgc 

tcacaggaac 

cacgttgcca 

cagagctggt 

aaagatgagg 



cccggccggg 

cagttcgaca 

tttctcatcg 

acagacgaca 

ctccaggcct 

ttccctgatg 

gtgcaggcac 

cagcgctctg 

ccggccctgt 

ctgatggtga 

aggctcctgg 

cacgagccac 

gccacgcttc 

gagaggttca 

tacttcggct 

catgtgcgca 

ggtggcctcc 

ctggagcgcg 

aygtggacca 

ggccgggagc 

gccttcgcct 

atcgccgtgc 

ctgcgggtcc 

gacgacccac 

gccgtcctca 

cgggcaggcc 

tcttatttca 

tggaaatgtg 

agctcaccta 

ggggtcgggg 

aagagatggt 



ctgactcaag 

gaagtgtaca 

tgacagtggc 

cacttgccct 

gcatgatgac 

tgcctctggg 

tgattgtggg 

cccacagggc 

gctttgcagc 

ctgtcatcct 

gccacaggga 

tcagcaagga 

tcatcctgga 

gcggcagcct 

ccttcgccac 

aggccacgcg 

cactagccta 

tgcgtgtcag 

cggcgctgct 

atgtgctcat 

ccacctgcct 

cctgcgcctt 

tgcggggcct 

agtcccagct 
ccagagatgg 
gcagtggttc 
gtcctcaaat 
ctttatggca 
cccgaggggc 
gtgccaagcc 
aggataaaaa 



cggaggcgcg 
gaggcttctg 
ctgggcagca 
gctcaacctg 
catcaccttc 
catcttcttg 
gtacgcattc 
tctgtaccga 
ggccatcttc 
cctcccctat 
gccctcggct 
gcgcgtggaa 
catctgcgaa 

cgtggccgcc 
agtgggactg 

ggccatgggg 
ccagcagacc 
ctgcaccatc 
gcaccaggcg 
gttcgccaag 
gctgagcagg 
cctgttgctg 
cgcccggccc 
cctccctgcc 
accagggagg 
ttgcgtggcc 
tgttctccac 
tttgcctatc 
agcccactcc 
aggccctccc 
aaaaaaaa 



cggaacagtc 

gcaacacgga 

cacacaaggt 

gccgcatcat 

ctgccttaca 

ttctgtgtgt 

cacttcccgc 

cgacacgtcc 

tctctcttct 

gtcagcaagg 

cacccagtgg 

gccttcagcg 

gacaacgtcc 

ctgagtgcga 

ctgtggttcg 

ctgctgaaca 

tcggccttcg 

atcttcctgg 

gagacgctgc 

ctggcgctgt 

ttcagtgtgg 

cgcctgctcg 

gaacaccccc 

ccctgctagc 

acaggatgct 

tggttttatt 

tttttgcgga 

cactctctcc 

cagccccttt 

ctcccntcgg 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
900 
960 
1020 
1080 
1140 
1200 
1260 
1320 
1380 
1440 
1500 
1560 
1620 
1680 
1740 
1800 
1848 



<210> 35 

<211> 4001 

<212> DNA 

<213> Homo sapiens 



<400> 35 
ggcggccggg 
cccgccccct 
tcaacctgtt 
ccacacgcgc 
agcgacccgg 
ggtcccggga 
aaatgcaccg 
acacttctgc 



gctggagaac 
gcagcctgtg 
gtttgtcccg 
tcggaaagtt 
gccagcgcag 
gcagaacccg 
gctcatcttt 
aaccccgcag 



gctgctgctc 
ctgcagctgc 
tcaccattta 
cagcatgcag 
ggcgagcgca 
gctttttctt 
gtctacactc 
agcgcatcca 



cgctcgcctg 
cggccaccgg 

tcagctcagc 
gaagtttggg 
ggcggcgaga 
ggagcgacgc 
taatctgcgc 
tcaaagcttt 



ccccgctaga 
agggggcgaa 
accacaagga 
gagagctcgg 
gcgcagggcg 
tgtctctagt 
aaacttttgc 
gcgcaacgcc 



ttcggcgctg 
caaacaaacg 
agtgcggcac 
cgattagcac 
gcgcggcgtc 
cgctgatccc 
agctgtcggg 
aacctcaggc 



60 
120 
180 
240 
300 
360 
420 
480 
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gagatgagag caatcacctc acagacttgt accgaagaga tgagaccatc caggtgaaag 540 

gaaacggcta cgtgcagagt cctagattcc cgaacagcta ccccaggaac ctgctcctga 600 

catggcggct tcactctcag gagaatacac ggatacagct agtgtttgac aatcagtttg 660 

gattagagga agcagaaaat gatatctgta ggtatgattt tgtggaagtt gaagatatat 720 

ccgaaaccag taccattatt agaggacgat ggtgtggaca caaggaagtt cctccaagga 780 

taaaatcaag aacgaaccaa attaaaatca cattcaagtc cgatgactac tttgtggcta 840 

aacctggatt caagatttat tattctttgc tggaagattt ccaacccgca gcagcttcag 900 

agaccaactg ggaatctgtc acaagctcta tttcaggggt atcctataac tctccatcag 960 

taacggatcc cactctgatt gcggatgctc tggacaaaaa aattgcakaa tttgatacag 1020 

tggaagatct gctcaagtac ttcaatccag agtcatggca agaagatctt gagaatatgt 1080 

atctggacac ccctcggtat cgaggcaggt cataccatga ccggaagtca aaagttgacc 1140 

tggataggct caatgatgat gccaagcgtt acagttgcac tcccaggaat tactcggtca 1200 

atataagaga agagctgaag ttggccaatg tggtcttctt tccacgttgc ctcctcgtgc 1260 

agcgctgtgg aggaaattgt ggctgtggaa ctgtcaactg gaggtcctgc acatgcaatt 1320 

cagggaaaac cgtgaaaaag tatcatgagg tattacagtt tgagcctggc cacatcaaga 1380 

ggaggggtag agctaagacc atggctctag ttgacatcca gttggatcac catgaacgat 1440 

gtgattgtat ctgcagctca agaccacctc gataagagaa tgtgcacatc cttacattaa 1500 

gcctgaaaga acctttagtt taaggagggt gagataagag acccttttcc taccagcaac 1560 

caaacttact actagcctgc aatgcaatga acacaagtgg ttgctgagtc tcagccttgc . 1620 

tttgttaatg ccatggcaag tagaaaggta tatcatcaac ttctatacct aagaatatag . 1680 

gattgcattt aataatagtg ■ tttgaggtta tatatgcaca aacacacaca gaaatatatt 1740 

catgtctatg tgtatataga tcaaatgttt tttttggtat atataaccag gtacaccaga 1800 

gcttacatat gtttgagtta gactcttaaa atcctttgcc aaaataaggg atggtcaaat 1860 

atatgaaaca tgtctttaga aaatttagga gataaattta tttttaaatt ttgaaacacr 1920 

aaacaatttt gaatcttgct ctcttaaaga aagcatcttg tatattaaaa atcaaaagat 1980 

gaggctttct tacatataca tcttagttga ttattaaaaa aggaaaaata tggtttccag 2040 

agaaaaggcc aatacctaag cattttttcc atgagaagca ctgcatactt acctatgtgg 2100 - 

actrtaataa cctgtctcca aaaccatgcc ataataatat aagtgcttta gaaattaaat 2160 

cattgtgttt tttatgcatt ttgctgaggc atscttattc atttaacacc tatctcaaaa 2220 

acttacttag aaggkttttt attatagtcc tacmaaagac aatgtataag ctgtaacaga 2280 

attttgaatt gtttttcttt gcaaaacccc tccacaaaag caaatccttt caagaatggc 2340 

atgggcattc tgtatgaacc tttccagatg gtgttcagtg aaagatgtgg gtagttgaga 2400 

acttaaaaag tgamcattga aacatcgacg taactggaaa ttaggtggga tatttgatag 2460 

gatccatatc taataatgga ttcgaactct ccaaactaca ccaattaatt taatgtatct 2520 

tgctyttgtg ttcccgtctt tttgaaatat agacatggat ttataatggc attttatatt 2580 

tggcaggcca tcatagatta tttacaacct aaaagctttt gtgtatcaaa aaaatcacat 2640 

tttattaatg taaatttcta atcgtatact tgctcactgt tctgatttcc tgtttctgaa 2700 

ccaagtaaaa tcagtcctag aggctatggt tcttaatcta tggagcttgc tttaagaagc 2760 

cagttgtcaa ttgtggtaac acaagtttgg ccctgctgtc ctactgttta atagaaaact 2820 

gttttacatt ggttaatggt atttagagta attttttctc tctgcctcct ttgtgtctgt 2880 

tttaaaggag actaactcca ggagtaggaa atgattcatc atcctccaaa gcaagaggct 2940 

taagagagaa acaccgaaat tcagatagct cagggactgc taacagagaa ctacattttt 3000 

cttattgcct tgaaagttaa aaggaaagca gatttcttca gtgactttgt ggtcctacta 3060 

actacaacca gtttgggtga cagggctggt aaagtcccag tgttagatga gtgacctaaa 3120 

tatacttaga tttctaagta tggtgctctc aggtccaagt tcaactattc ttaagcagtg 3180 

caattcttcc cagttatttg agatgaaaga tctctgctta ttgaagatgt accttctaaa 3240 

actttcctaa aagtgtctga tgtttttact caagagggga gtggtaaaat taaatactct 3300 

attgttcaat tctctaaaat cccagaacac aatcagaaat agctcaggca gacactaata 3360 

attaagaacg ctcttcctct tcataactgc tttgcaagtt tcctgtgaaa acatcagttt 3420 

cctgtaccaa agtcaaaatg aacgttacat cactctaacc tgaacagctc acaatgtagc 3480 

tgtaaatata aaaaatgaga gtgttctacc cagttttcaa taaaccttcc aggctgcaat 3540 

aaccagcaag gttttcagtt aaagccctat ctgcactttt tatttattag ctgaaatgta 3600 

agcaggcata ttcactcact tttctttgcc tttcctgaga gttttattaa aacttctccc 3660 
ttggttacct gttatctttt gcacttctaa catgtagcca ataaatctat ttgatagcca 3720 
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tcaaaggaat aaaaagctgg ccgtacaaat tacatttcaa aacaaaccct aataaatcca 3780 

™! CCg ^ ^ g9 f Cattc acctggaata atgcctttta ttgaatatgt tcttataggg 3840 

caaaacactt tcataagtag agttttttat gttttttgtc atatcggtaa catgcagctt 3900 

«S£ tl ^ gCattttc ta tagcgaat gtaatatgcc tcttatcttc atgaaaaata 3960 
aatattgctt ttgaacaaaa aaaaaaaaaa aaggcggccg c 



4001 



<210> 36 

<211> 923 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (819) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (835) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (849) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (856) 

<223> n equals a,t,g, or c 



<220> 

<221> SITE 
<222> (911) 

<223> n equals a,t,g, or c 



<400> 36 

ggcggccggg gctggagaac gctgctgctc cgctcgcctg ccccgctaga ttcggcgctg 60 
9 ^ tgt9 Ct9Cagctgc cggccaccgg agggggcgaa caaacaaacg i 20 
tcaacctgtt gtttgtcccg tcaccattta tcagctcagc accacaagga agtgcggcac 
ccacacgcgc tcggaaagtt cagcatgcag gaagtttggg gagagctcgg cgattagcac 
agcgacccgg gccagcgcag ggcgagcgca ggcggcgaga gcgcagggcg gygcggcgtc 
ggtcccggga gcagaacccg gctttttctt ggagcgacgc tgtctctagt cgctgatccc 
aaatgcaccg gctcatcttt gtctacactc taatctgcgc aaacttttgc agctgtcggg 
acacttctgc aaccccgcag agcgcatcca tcaaagcttt gcgcaacgcc aacctcaggc 
gagatgagag caatcacctc acagacttgt accgaagaga tgagaccatc caggtgaaag 
gaaacggcta cgtgcagagt cctagattcc cgaacagcta ccccaggaac ctgctcctga 
catggcggct tcactctcag gagaatacac ggatacagct agtggttgac aatcagtttg 
gattagagga agcagaaaat gatatctgta ggtatgattt tgtggaagtt gaagatatat 
ccgaaaccag taccattatt agaggacgat ggtgtggaca caaggaagtt cctccaagga 
taaaatcaag aacgaaccat attaaaatca cattcaagnc cgatgactac tttgnggctt 
aacctggant caagantaat taatctttgc tggaagattc. caacccggag caacttcaga 
aaccaactgg naatctgtca caa 9 

923 



180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
900 
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<210> 37 

<211> 2726 

<212> DNA 

<213> Homo sapiens 

<400> 37 

gcggccgcct tttttttttt tttttgttca aaagcaatat ttatttttca tgaagataag 60 

aggcatatta cattcgctat agaaaatgct atgagaggaa aaagctgcat gttaccgata 120 

tgacaaaaaa cataaaaaac tctacttatg aaagtgtttt gccctataag aacatattca 180 

ataaaaggca ttattccagg tgaatgagcc atgcggaaat gtggatttat tagggtttgt 240 

tttgaaatgt aatttgtacg gccagctttt tattcctttg atggctatca aatagattta 300 

ttggctacat gttagaagtg caaaagataa caggtaacca agggagaagt tttaataaaa 360 

ctctcaggaa aggcaaagaa aagtgagtga atatgcctgc ttacatttca gctaataaat 420 

aaaaagtgca gatagggctt taactgaaaa ccttgctggt tattgcagcc tggaaggttt 480 

attgaaaact gggtagaaca ctctcatttt ttatatttac agctacattg tgagctgttc 540 

aggttagagt gatgtaacgt tcattttgac tttggtacag gaaactgatg ttttcacagg 600 

aaacttgcaa agcagttatg aagaggaaga gcgttcttaa ttattagtgt ctgcctgagc 660 

tatttctgat tgtgttctgg gattttagag aattgaacaa tagagtattt aattttacca 720 

ctcccctctt gagtaaaaac atcagacact tttaggaaag ttttagaagg tacatcttca 780 

ataagcagag atctttcatc tcaaataact gggaagaatt gcactgctta agaatagttg 840 

aacttggacc tgagagcacc atacttagaa atctaagtat atttaggtca ctcatctaac 900 

actgggactt taccagccct gtcacccaaa ctggttgtag ttagtaggac cacaaagtca 960 

ctgaagaaat ctgctttcct tttaactttc aaggcaataa gaaaaatgta gttctctgtt 1020 

agcagtccct gagctatctg aatttcggtg tttctctctt aagcctcttg ctttggagga 1080 

tgatgaatca tttcctactc ctggagttag tctcctttaa aacagacaca aaggaggcag 1140 

agagaaaaat tactctaaat accattaacc aatgtaaaac agttttctat taaacagtag 1200 

•gacagcaggg ccaaacttgt gttaccacaa ttgacaactg gcttcttaaa gcaagctcca • 1260 

tasattaaga accatagcct ctaggactga ttttacttgg ttcagaaaca ggaaatcaga 1320 

acagtgagca agtatacgat tagaaattta cattaataaa atgtgatttt tttgatacac 1380 

aaaagctttt aggttgtaaa taatctatga tggcctgcca aatataaaat gccattataa 1440 

atccatgtct atatttcaaa aagacgggaa cacaaaagca agatacatta aattaattgg 1500 

tgtagtttgg agagttcgaa tccattatta gatatggatc ctatcaaata tcccacctaa 1560 

tttccagtta cgtcgatgtt tcaatgttca ctttttaagt tctcaactac ccacatcttt 1620 

cactgaacac catctggaaa ggttcataca gaatgcccat gccattcttg aaaggatttg 1680 

cttttgtgga ggggttttgc aaagaaaaac aattcaaaat tctgttacag cttatacatt 1740 

gtcttttgta ggactataat aaaaaacctt ctaagtaagt ttttgagata ggtgttaaat 1800 

gaataagsat gcctcagcaa aatgcataaa aaacacaatg atttaatttc taaagcactt 1860 

atattattat ggcatggttt tggagacagg ttattayagt ccacataggt aagtatgcag 1920 

tgcttctcat ggaaaaaatg cttaggtatt ggccttttct ctggaaacca tatttttcct 1980 

tttttaataa tcaactaaga tgtatatgta agaaagcctc atcttttgat ttttaatata 2040 

caagatgctt tctttaagag agcaagattc aaaattgttt ygtgtttcaa aatttaaaaa 2100 

taaatttatc tcctaaattt tctaaagaca tgtttcatat atttgaccat cccttatttt 2160 

ggcaaaggat tttaagagtc taactcaaac atatgtaasc tctggtgtac ctggttatat 2220 

ataccaaaaa aaacatttga tctatataca catagacatg aatatatttc tgtgtgtgtt 2280 

tgtgcatata taacctcaaa cactattatt aaatgcaatc ctatattctt aggtatagaa 2340 

gttgatgata tacctttcta cttgccatgg cattaacaaa gcaaggctga gactcagcaa 2400 

ccacttgtgt tcattgcatt gcaggctagt agtaagtttg gttgctggta ggaaaagggt 2460 

ctcttatctc accctcctta aactaatggt tctttcaggc ttaatgtaag gatgtgcaca 2520 

ttctcttatc gaggtggtct tgagctgcag atacaatcac atcgttcatg gtgatccaac 2580 

tggatgtcaa ctagagccat ggtcttagct ctacccctcc tcttgatgtg gccaggctca 2640 

aactgtaata cctcatgata ctttttcacg gttttccctg aattgcatgt gcaggacctc 2700 

cagttgacag ttccacagcc acaatt 2726 



WO 01/55430 



PCT7US01/01431 



25 



<210> 38 

<211> 616 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (447) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (578) 

<223> n equals. a, t,g, or c 
<220> 

<221> SITB 
<222> (582) 

<223> n equals a,t,g, or c 



<400> 38 

ggctaacagc acctgctgtt tgttgagcat ttactaactg ccaggcactg tgctcagccc 
tttgtgtata tcatcatttt aatcttcatg gctcatggca tcacattcat ttcttttgga 
catttacctt gttttgtcat tatggaaatg catacctggt ttagtgcagg atgtgttcct 
ggaaatgaaa gtgctcactg agtcagcact atgcaaggtc atgacacttg agcccctgca 
gcacagcgtt ctagtcttca gatgttggca gtcamccttc caggcaaagt cctcaaggcc 
atgtcaggca tccatctttg cctattatac tctcaatttc tgacaactgc agggcagtcc 
atccaggctg cagcagtttt tatgatgygc tctctaagtc accgaagtgg tcaccaatga 
ctaaaagcct gctggccttt gctctgngtt ctgtaaggtt tttatctggg aaattggcat 
tttagcatca tgtgccagat tcttcctttg ctagacaact tttgcaaacc attatgagtg 
gtacccacaa tgggtaaaaa ccatggacca gaacacanaa anaaatggtg agaagagaag 
cttcagcata agtgca a s 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
616 



<210> 39 

<211> 283 

<212> DNA 

<213> Homo sapiens 



<400> 39 

gctggaggcc atggaggaac ccacccagac cggcagcaac ctccatatgc tacgtggaca 
ggtgcccctt gtggtcaagg ccctgcagcg gcagcttaaa gatcggagcg tcagagcccg 
ccagggatgc ttcagcctcc tcaccgagct ggcgggtgtc ctcccaggca gcctggccga 
gcatatgctt gtgctggtat caggcatcat cttctcgctg gccgaccgct ccagctcctc 
caccatccgg atggatgccc tggccttctt gcaagggctg ctg 



60 
120 
180 
240 
283 



<210> 40 
,<211> 3398 
<212> DNA 
<213> Homo sapiens 
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<400> 40 

gcggcacgag cacacgtact ccatgcgcta cctgctgccc agcgtcgtgc tcctgggcac 60 

ggcgcccacc tacgtgttgg cctggggggt ctggcggctg ctctccgcct tcctgcccgc 120 

ccgcttctac caagcgctgg acgaccggct ctactgcgtc taccagagca tggtgctctt 180 

cttcttcgag aattacaccg gggtccagat attgctatat ggagatttgc caaaaaataa 240 

agaaaatata atatatttag caaatcatca aagcacagtt gactggattg ttgctgacat 300 

cttggccatc aggcagaatg cgctaggaca tgtgcgctac gtgctgaaag aagggttaaa 360 

atggctgcca ttgtatgggt gttactttgc tcagcatgga ggaatctatg taaagcgcag 420 

tgccaaattt aacgagaaag agatgcgaaa caagttgcag agctacgtgg acgcaggaac 480 

tccaatgtat cttgtgattt ttccagaagg tacaaggtat aatccagagc aaacaaaagt 540 

cctttcagct agtcaggcat ttgctgccca acgtggcctt gcagtattaa aacatgtgct 600 

aacaccacga ataaaggcaa ctcacgttgc ttttgattgc atgaagaatt atttagatgc 660 

aatttatgat gttacggtgg tttatgaagg gaaagacgat ggagggcagc gaagagagtc 720 

accgaccatg acggaatttc tctgcaaaga atgtccaaaa attcatattc acattgatcg 780 

tatcgacaaa aaagatgtcc cagaagaaca agaacatatg agaagatggc tgcatgaacg 840 

tttcgaaatc aaagataaga tgcttataga attttatgag tcaccagatc cagaaagaag 900 

aaaaagattt cctgggaaaa gtgttaattc caaattaagt atcaagaaga ctttaccatc 960 

aatgttgatc ttaagtggtt tgactgcagg catgcttatg accgatgctg gaaggaagct 1020 

gtatgtgaac acctggatat atggaaccct acttggctgc ctgtgggtta ctattaaagc 1080 

atagacaagt agctgtctcc agacagtggg atgtgctaca ttgtctattt ttggcggctg , 1140 

cacatgacat caaattgttt cctgaattta ttaaggagtg taaataaagc cttgttgatt 1200 

gaagattgga taatagaatt tgtgacgaaa gctgatatgc aatggtcttg ggcaaacata 1260 

cctggttgta caactttagc atcggggctg ctggaagggt aaaagctaaa tggagtttct 1320 

cctgctctgt ccatttccta tgaactaatg acaacttgag aaggctggga ggattgtgta 138 0 

ttttgcaagt cagatggctg catttttgag cattaatttg cagcgtattt cactttttct 1440 

gttattttca atttattaca acttgacagc tccaagctct tattactaaa gtatttagta 1500 

tcttgcagct agttaatatt tcatcttttg cttatttcta caagtcagtg aaataaattg 1560- 

tatttaggaa gtgtcaggat gttcaaagga aagggtaaaa agtgttcatg gggaaaaagc 1620 

tctgtttagc acatgatttt attgtattgc gttattagct gattttactc attttatatt 1680 

tgcaaaataa atttctaata tttattgaaa ttgcttaatt tgcacaccct gtacacacag 1740 

aaaatggtat aaaatatgag aacgaagttt aaaattgtga ctctgattca ttatagcaga 1800 

actttaaatt tcccagcttt ttgaagattt aagctacgct attagtactt ccctttgtct 1860 

gtgccataag tgcttgaaaa cgttaaggtt ttctgttttg ttttgttttt ttaatatcaa 1920 

aagagtcgrt gtgaaccttg gttggacccc aagttcacaa gatttttaag gtgatgagag 1980 

cctgcagaca ttctgcctag atttactagc gtgtgccttt tgcctgcttc tctttgattt 2040 

cacagaatat tcattcagaa gtcgcgtttc tgtagtgtgg tggattccca ctgggctctg 2100 

gtccttccct tggatcccgt cagtggtgct gctcagcggc ttgcacgtag acttgctagg 2160 

aagaaatgca gagccagcct gtgctgccca ctttcagagt tgaactcttt aagcccttgt 2220 

gagtgggctt caccagctac tgcagaggca ttttgcattt gtctgtgtca agaagttcac 2280 

cttctcaagc cagtgaaata cagacttaat tcgtcatgac tgaacgaatt tgtttatttc 2340 

ccattaggtt tagtggagct acacattaat atgtatcgcc ttagagcaag agctgtgttc 2400 

caggaaccag atcacgattt ttagccatgg aacaatatat cccatgggag aagacctttc 2460 

agtgtgaact gttctatttt tgtgttataa tttaaacttc gatttcctca tagtccttta 2520 

agttgacatt tctgcttact gctactggat ttttgctgca gaaatatatc agtggcccac 2580 

attaaacata ccagttggat catgataagc aaaatgaaag aaataatgat taagggaaaa 2640 

ttaagtgact gtgttacact gcttctccca tgccagagaa taaactcttt caagcatcat 2700 

ctttgaagag tcgtgtggtg tgaattggtt tgtgtacatt agaatgtatg cacacatcca 2760 

tggacactca ggatatagtt ggcctaataa tcggggcatg ggtaaaactt atgaaaattt 2820 

cctcatgctg aattgtaatt ttctcttacc tgtaaagtaa aatttagatc aattccatgt 2880 

ctttgttaag tacagggatt taatatattt tgaatataat gggtatgttc taaatttgaa 2940 

ctttgagagg caatactgtt ggaattatgt ggattctaac tcattttaac aaggtagcct 3000 

gacctgcata agatcacttg aatgttaggt ttcatagaac tatactaatc ttctcacaaa 3060 

aggtctataa aatacagtcg ttgaaaaaaa ttttgtatca aaatgtttgg aaaattagaa 3120 

gcttctcctt aacctgtatt gatactgact tgaattattt tctaaaatta agagccgtat 3180 
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acctacctgt aagtcttttc acatatcatt taaacttttg tttgtattat tactgattta 3240 

cagcttagtt attaattttt ctttataaga atgccgtcga tgtgcatgct tttatgtttt 3300 

tcagaaaagg gtgtgtttgg atgaaagtaa aaaaaaaaat aaaatctttc actgtctcta 3360 
aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa agtcgagc 



3398 



<210> 41 
<211> 782 
<212> DNA 
<213> Homo sapiens 

<400> 41 

cgcacccgac cccggctcgc cgcgtacccc gcgccacctc tcggacccac gacggttctc 60 

gggcctcccc cggcgccaac cgcacgatgt tcaactttga cgccttctac caggcccact 120 

acggggaaca actggagcgg gaacggcgcc tgagggcccg gcgggaggcc cttcgcaaac 180 

ggcaggagta tcggtccatg aaaggcctcc gctgggagga tacccgagac acggctgcca 240 

ttttcctcat cttttcaatc ttcatcatca tcggctttta tatttaatcg gagagagaag 300 

ggaaggggag tgtccccagc caacccccca gaaacggcct tttttcctgc ctctgaaccc 360 

ttggccattg atagtctacc tttgctggga tccgaaggaa ctgtactccc cctgccctcc 420 

ccgacccgcc cagcttagcc gatgacctgc acatcgctcc actgtggtcc agaaaaggag . 480 

gcctttcgat gtctgagaaa gaggccccac gctgtagagt cccgaaagcc caggagtgaa 540 

gggggttcct ggagtctcta gggtgcttct tccagagtct gtcttcttgc ttccagatgt 600 

ggtcaacttc tggaacactc gctgtagctt tattgtttag ccccaagcaa gatttatctc 660 

ctcctgcccc gcatgtgtat ggtgggcctc tgtaaccttg aaatgtgcaa tgtgaccaat 720 

tgttgactac caaaagaaaa ggtctggggt tgtacraaaa aaaaaaaaaa aaaaaaaagg 780 
gc 



600 
660 
720 
780 
782 



<210> 42 

<211> 418 

<212> DNA 

<213> Homo sapiens 

<:220> 

<221> SITE 
<222> (372) 

<223> n equals a,t,g, or c 
<400> 42 



ccacgcgtcc gcggacgcgt gggcagccat gcgctggcga tggtggcagc ggctgttacc 60 

ttggaggttg ctgcaggccc gtggctttcc acaaaattct gcacccagcc tgggcctarg 120 

agcgaggact tattcccagg gcgactgctc gtattcgcgc acggcgctgt atgatctgct 180 

cggcgtcccc tccacagcca cgcaggccca aatcaaggcg gcttactacc gtcagtgctt 240 

tctctaccac ccggaccgca actccgggag cgcggaggcc gccgagcgct tcacgcgcat 300 

ctcccaggcc tacgtggtgc tgggcagtgc accctccgtc gcaagtatga tcgcggccta 360 

ctcagcgacg angamctgcg cggacytggc gtycggcctc cargamgscc ggcacccg 418 



<210> 43 

<211> 1348 

<212> DNA 

<213> Homo sapiens 



<220> 
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<221> SITE 
<222> (444) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (1280) 

<223> n equals a,t,g, or c 
<400> 43 

ccacgcgtcc gcggacgcgt gggcagccat gcgctggcga tggtggcagc ggctgttacc 60 

ttggaggttg ctgcaggccc gtggctttcc acaaaattct gcacccagcc tgggcctarg 120 

agcgaggact tattcccagg gcgactgctc gtattcgcgc acggcgctgc tatgatctgc 180 

tcggcgtccc ctccacagcc acgcaggccc aaatcaaggc ggcttactac cgtcagtgct 240 

ttctctacca cccggaccgc aactccggga gcgcggaggc cgccgagcgc ttcacgcgca 300 

tctcccaggc ctacgtggtg ctgggcagtg ccaccctccg tcgcaagtat gatcgcggcc 360 

tactcagcga cgaggacctg cgcggacctg gcgtccggcc ctccaggacg cccgcacccg 420 

accccggctc gccgcgtacc ccgncgccac ctctcggacc cacgacggtt ctcgggcctc 480 
ccccggcgcc aaccgcacga tgttcaactt tgacgccttc taccaggccc actacgggga ' 540 

acaactggag cgggaacggc gcctgagggc ccggcgggag gcccttcgca aacggcagga 600 

gtatcggtcc atgaaaggcc tccgctggga ggatacccga gacacggctg ccattttcct 660 

catcttttca atcttcatca tcatcggctt ttatatttaa tcggagagag aagggaaggg 720 

gagtgtcccc agccaacccc ccagaaacgg ccttttttcc tgcctctgaa cccttggcca 780 

ttgatagtct acctttgctg ggatccgaag gaactgtact ccccctgccc tccccgaccc 840 
gcccagctta gccgatgacc tgcacatcgc tccactgtgg tccagaaaag gaggcctttc < 900 

gatgtctgag aaagaggccc cacgctgtag agtcccgaaa gcccaggagt gaagggggtt 960 

cctggagtct ctagggtgct tcttccagag tctgtcttct tgcttccaga tgtggtcaac 1020 

ttctggaaca ctcgctgtag ctttattgtt tagccccaag caagatttat ctcctcctgc 1080 

cccgcatgtg tatggtgggc ctctgtaacc ttgaaatgtg caatgtgacc aattgttgac 1140 

taccaaaaga aaaggtctgg ggttgtamra aacttgtctt tctgtgactt ccccaagccg 1200 

cagtgagacc tggtccaggg taagaatggg atcggtggag agcctgtcgt tcctcccgct 1260 

aaggtcagcc ccctgggacn tcc.tccttat gttgatagca tgtaggagtg agaaaaagtc 1320 

attgagcata aggaatgagt gttcctgt 1348 



<210> 44 

<211> 1673 

<212> DNA 

<213> Homo sapiens 



<400> 44 

gggacccggc ggactcccag cagggtcgcc gcggggtccg ggggccgggc tccccttgcc 60 

cctccgggaa gcccgcgggg cggggcggtg cgggccggaa cctgccgggc gagctgggcc 120 

ctcgcccytc cctcgggcgg tcacctgrgc acgggcgctg caggtgtcgr ggcctcaacc 180 

ttgcggagcc gacagccatc gatcctcggg tggcctcgag gtggtggcag ggccgccccc 240 

tgcagtccgg agacgaacgc acggaccggg cctccggagg caggttcggc tggaaggaac 300 

cgctctcgct tcgtcctaca cttgcgcaaa tgtctccgag cttactcaca tagcatattg 360 

gtatatcaaa atgaaatgca aggaaccaaa aataacataa ttgaaggcag taaaagtgaa 420 

attaaatagg aagatcatca gtcaaggaag acccactgga gaggacagaa aatgaagcag 480 

tgttttatca tgtgtatttc agcaggtctt cttgaaattt aactaaaaat atgactgctc 540 

tctcttcaga gaactgctct tttcagtacc agttacgtca aacaaaccag cccctagatg 600 

ttaactatct gctattcttg atcatacttg ggaaaatatt attaaatatc cttacactag 660 

gaatgagaag aaaaaacacc tgtcaaaatt ttatggaata tttttgcatt tcactagcat 720 

tcgttgatct tttacttttg gtaaacattt ccattatatt gtatttcagg gattttgtac 780 
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ttttaagcat taggttcact aaataccaca tctgcctatt tactcaaatt atttccttta 840 

cttatggctt tttgcattat ccagttttcc tgacagcttg tatagattat tgcctgaatt 900 

tctctaaaac aaccaagctt tcatttaagt gtcaaaaatt attttatttc tttacagtaa 960 

ttttaatttg gatttcagtc cttgcttatg ttttgggaga cccagccatc taccaaagcc 1020 

tgaaggcaca gaatgcttat tctcgtcact gtcctttcta tgtcagcatt cagagttact 1080 

ggctgtcatt tttcatggtg atgattttat ttgtagcttt cataacctgt tgggaagaag 1140 

ttactacttt ggtacaggct atcaggataa cttcctatat gaatgaaact atcttatatt 1200 

ttcctttttc atcccactcc agttatactg tgagatctaa aaaaatattc ttatccaagc 1260 

tcattgtctg ttttctcagt acctggttac catttgtact acttcaggta atcattgttt 1320 

tacttaaagt tcagattcca gcatatattg agatgaatat tccctggtta tactttgtca 1380 

atagttttct cattgctaca gtgtattggt ttaattgtca caagcttaat ttaaaagaca 1440 

ttggattacc tttggatcca tttgtcaact ggaagtgctg cttcattcca cttacaattc 1500 

ctaatcttga gcaaattgaa aagcctatat caataatgat ttgttaatat tattaattaa 1560 

aagttacagc tgtcataaga tcataatttt atgaacagaa agaactcagg acatattaaa 1620 

aaataaactg aactaaaaca acttttgccc cctgactgat arcattcaga atg ±S73 



<210> 45 
<211> 2342 
<212> DNA 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (66) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (2332) 

<223> n equals a,t,g, or c 
<400> 45 

tccgggggct gctcctgcat catccaaccc ttccaaaccc ctacacgatg gctgtggctg 60 
cacgantcac ggcagctacc acggtaaccc acatcacagc ctttgaccct gacagcacgg 12 0 

ggcagcaggt gtggcaggat ctacttcagg atggacagct ggactctccc actggtgatg iso 
gggggtctga ctgggagatg gtgggaagag aggttgtccc tgtcttggga ccaggggtgg 240 
gaggcctggt aataagtagg ccttgtttcc atgttaggga tccctatccc tggggctgaa 300 
ggggctcctg tcctgaattc tcttgtgttt ctctcaggcc aaagcacccc tacgcagaaa 360 
ggagtaggca ttgctggagc tgtgtgtgtt tccagcaagt tgcgacctcg aggccagtgc 420 
cgcctggagt tttcactggc ttgggacatg cccaggatca tgtttggagc taaaggccaa 480 
gtccactaca ggcggtatac aaggttcttt ggccaggatg gagatgcagc acctgccctc 540 
agccactatg cactgtgccg atacgcagag tgggaagaga ggatctcagc ttggcagagc 600 
ccggtattgg atgacagatc actgcctgcc tggtacaaat ctgcgctgtt caatgaacta 660 
tacttcctgg ctgatggagg cacagtgtgg ctggaagttc ttgaggactc cctaccagag 720 
gagctgggca gaaacatgtg tcacctccgc cccaccctac gggactacgg tcgatttggc 780 
taccttgagg gccaggagta ccgcatgtac aacacatatg atgtccactt ttatgcttcc 840 
tttgccctca tcatgctctg gcccaaactt gagctcagcc tacagtatga catggctctg 900 
gccactctca gggaggacct gacacggcga cggtacctga tgagtggggt gatggcacct 960 
gtgaaaagga ggaacgtcat cccccatgat attggggacc cagatgatga accatggctc 1020 
cgcgtcaatg catatttaat ccatgatact gctgattgga aggacctgaa cctgaagttt 1080 
gtgctgcagg tttatcggga ctattacctc acgggtgatc aaaacttcct gaaggacatg 1140 
tggcctgtgt gtctagctgt gatggaatct gaaatgaagt ttgacaagga ccatgatgga 1200 
ctcattgaaa atggaggcta tgcagaccag acctatgatg gatgggtgac cacaggcccc 1260 
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agtgcttact gtggagggct gtggctggca gctgtggctg tgatggtcca gatggctgct 1320 

ctgtgtgggg cacaggacat ccaggataag ttttcttcta tcctcagccg gggccaagaa 1380 

gcctatgaga gactgctgtg gaatggccgc tattacaact atgacagcag ctctcggcct 1440 

cagtctcgta gtgttatgtc tgaccagtgt gctggacagt ggttcctgaa ggcctgtggc 1500 

taggagaagg agacactgag gtgtttccta cccaacatgt ggtccgtgct ctccaaacta 1560 

tctttgagct gaacgtccag gcctttgcag gaggggccat gggggctgtg aatgggatgc 1620 

agccccatgg tgtccctgat aaatccagtg tgcagtctga tgaagtctgg gtgggtgtgg 1680 

tctacgggct ggcagctacc atgatccaag agggcctgac ttgggagggc ttccagacag 1740 

ctgaaggctg ctaccgtacc gtgtgggagc gcctgggtct ggccttccag accccagagg 1800 

catactgcca gcagcgagtg ttccgctcac tggcctacat gcggccactg agcatatggg 1860 

ccatgcagct agccctgcaa cagcagcagc acaaaaaggc ctcctggcca aaagtcaaac 1920 

agggcacagg actaaggaca gggcctatgt ttggaccaaa ggaagccatg gcaaacctga 1980 

gcccagagtg agccgtctga actgtgggag ggaagtgcta acagcccagc ctccagcctg 2040 

gcctttcctc cttcccctct gaacctcctg caaccctgag ccatcaggac aatcataccc 2100 

cttcccttct ctccacccaa ttgtgccagt aaatgggggt tgagggtgac ctaggcagca 2160 

ttagaatcac ttatttattt ctttcctcac ctgttccctg actgcgtgaa atgttcaggg 2220 

aggtcagttg atttccccag gtacattcat ggtgtgacag acacatgggt acaaataaaa 2280 

gacccagaaa gccaaaaaaa aaaaaaaaaa aaaactcgag ggggggcccg gnacccaatt 2340 

eg 2342 



<210> 46 

<211> 721 

<212> DNA 

<213> Homo sapiens 

<220> 
. <221> SITE 
<222> (470) 

<223> n equals a,t,g, or c 
<400> 46 

gtctgagatc atgctggcaa aagtgagtca ggagaggagg gcttaaaaag gagecagggg 60 

ctgagcacag tggcttaegg cctgtaatcc cagcacttta ggaggccaag gtaggeggat 120 

cacttgagcc taggagttca agaccagcct ggccaacgta gcaagacccc atctccaaaa 180 

agaaaaaaaa aatgtggggg gagecaggag gtagagtctc tgccctggcc caggtatctg 240 

cagggtatgc accatctggg agtcagaagt gctttctaca aggectgagg gtcttgttat 300 

tggtggtaca gctctctgcc ccccacctct gccccaaccc caactcatgc caagttctgg 360 

cctcctactt ctcatgtctg tattcctact gggatacaat agaatccccc agggctgtgg 420 

gttcacacct caggggcaga tatattggkt ctagctaagc cagaacttan gaggagaaag 480 

tatctggaga agatttctag aactcagaac tgtgcttaga ggctggccag cgaccccttg 540 

gtcagtgcct atcatgtggg ccttccagtc cgggcagccc gtgagggcat ctgaccgctc 600 

cctgacatct gcctccaccc ccaatgcccc cccagggaat ggtgtaagtc ectgatgetg 660 

tctcgaaccc acatctcccc gaccctgttc tccctgataa ataaataaaa ctgtaaataa 720 

t 721 



<210> 47 

<211> 715 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
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<222> (17) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (567) 

<223> n equals a,t v g, or c 
<220> 

<221> SITE 
<222> (647) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (676) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (686) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (690) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (695) 

<223> n equals a,t,g, or c 



<400> 47 

gcggccgccc ttttttnttt tttttgagtt ggggcctcgc tccatcaccc aggctggagt 60 

gcagtggtgc aatcatagct cactgcagac ttgaactcct gggttcaagc gatcctccta 12 0 

cctcaacctc ccaagtagct gggactacag ccatgcgcca ccaatgccag ctaagtttta 180 

aatttttttg tagagacagg gtcttactgt gttgtccaca ttgaactcct gacctcaagt 240 

gatcctcctg cctcagcctc ccagagcgct gggattacag acaagagcca ctgtgcctgg 300 

ccttgtggga cccttcacag gtgtcttaga aatcaagggg gcccaagcag tgagcggcca 360 

gcccttccct tagggaggga agcaggagag actttgcagg agagagagca gtgagctagg 420 

tgaggtgact ggaggctgga ggtggaggtg cacggccttc agtgctgtcc tcaggcacct 480 

ggcctctacc ctgtgggcaa caggtgcccc aatggtcatg acaaggtcag attatcagag 540 

aatgtattgg aggaggggag gctgggnacc caggggccca tttagggacc caagttcatc 600 

caggtaagat gcatggaacc agccgggcgt ggtggctcaa gcctatnaat cccagtactt 660 

tgggaagccc aggcangttg gatcancttn aaggntaagg agtttttaag aacca 715 



<210> 48 

<211> 741 

<212> DNA 

<213> Homo sapiens 



<220> 
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<221> SITE 
<222> (715) 

<223> n equals a,t,g, or c 



<400> 48 

tttttttttt tttttttttt tttgctcaat ggaaatagkg gatttttact gggtagcagg 60 

acctccgcga ccacccgctg cgcatgcgct tcacttgggc gtcacccggg gaactgcgcc 120 

tgcgcagtct ctccccatcc gaggtccgct ccgcgagtgc gagcgcgcgc caggcccacc 180 

cgggcgctgc tcttcatgtc cccgcggtcg aagacggcca catacgtccc caagaagacg 240 

tcaccgagga tccagaaggg ccctgcaggc ggagggacat ccagggcctg gaaaccggac 300 

aagcagaggc ggacgccatt tcgagtagtc tggatgacgt aatcatgggc cgtgaggtta 360 

aaccagaccc ccccaagaag gaaggagact gcggggagct ttgggatttc cgagcacagg 420 

atgatgtact ccccagccag caaggggatt cccccaatgg ctgcatgcag ggcccggatc 480 

tcctcagtgg gtcctgtgat gagggacgtg cccgtatcca ggatggcagc acagcccttg 540 

gcacagagag tcagccctgg gcccaccttc acacgctcca tgtggatctg ccagt agger 600 

gggaccgtga ctggcacgaa ggtgaggggt gggatgtagt gtgccgggtc cgagcccccc 660 

aggaccagct ctcctccatc aggctcttca gggtceggae gcgtggtcga cccgngaatc 720 

cgggccgtac ctgcagaacc c 741 



<210> 49 

<211> 723 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (530) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (536) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (576) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (587) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (594) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (617) 

<223> n equals a,t,g, or c 
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<220> 

<221> SITE 
<222> (704) 

<223> n equals a,t,g, or c 
<400> 49 

gcarcgatgt ctccaccacc gctgctgcaa cccctgctgc tgctgctgcc tctgctgaat 60 

gtggagcctt ccggggccac actgatccgc atccctcttc atcgagtcca acctggacgc 120 

aggatcctga acctactgag gggatggaga gaaccagcag agctccccaa gttgggggcc 180 

ccatcccctg gggacaagcc catcttcgta cctctctcga actacaggga tgtgcagtat 240 

tttggggaaa ttgggctggg aacgcctcca caaaacttca ctgtfcgcctt tgacactggc 300 

tcctccaatc tctgggtccc gtccaggaga tgccacttyt tcagtgtgcc ctgctggtta 360 

caccaccgat ttgatcccaa agcctctagc tccttcaggc caatgggacc aagtttgcca 420 

ttcaatatgg aactgggcgg gtagatggaa tcctgagcga ggacaaagct gactattggt 480 

ggaatcaagg gtgcatcagt gattttcggg gaggctctct gggagcccan cctggncttc 540 

gcttttggcc attttgatgg gatattgggc ctcggntttc catctgnctg tggnaagagt 600 

tcggccccga tggatgnctg gtggaacaag ggctattgga taaacctggc ttctcctttt 660 

acttaacaag ggaccctgaa aagcctgatg gaggaaaact tggnccttgg ggggctttgg 720 
aac 



<210> 50 
<211> 302 
<212> PRT 

<213> Homo sapiens 



<400> 50 

Met Leu Val Thr Asn Arg Pro Gly Val Leu Lys Glu Pro Lys Leu Met 
1 5 10 15 

Gly Ala lie Ser Phe Phe lie Phe Phe Phe Thr Leu Leu Val Leu Ala 
20 25 30 

Arg Gin Asn Glu Tyr Tyr Cys Arg Leu Asp Phe Leu Trp Lys Lys Lys 
35 40 45 

Leu Arg Gin Glu Arg Glu Glu Thr Glu Thr Met Glu Asn Leu Thr Ara 
50 55 60 ^ 

Leu Leu Leu Glu Asn Val Leu Pro Ala His Val Ala Pro Gin Phe He 
65 7 ° 75 so 

Gly Gin Asn Arg Arg Asn Glu Asp Leu Tyr His Gin Ser Tyr Glu Cys 
85 90 * 95 

Val Cys Val Leu Phe Ala Ser Val Pro Asp Phe Lys Glu Phe Tyr Ser 
100 X05 no 

Glu Ser Asn He Asn His Glu Gly Leu Glu Cys Leu Arg Leu Leu Asn 
115 120 125 

Glu He He Ala Asp Phe Asp Glu Leu Leu Ser Lys Pro Lys Phe Ser 
13° 135 140 



723 
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Gly Val Glu Lys lie Lys Thr lie Gly Ser Thr Tyr Met Ala Ala Thr 
145 150 155 160 

Gly Leu Asn Ala Thr Ser Gly Gin Asp Ala Gin Gin Asp Ala Glu Arg 
165 170 175 

Ser Cys Ser His Leu Gly Thr Met Val Glu Phe Ala Val Ala Leu Gly 
180 185 190 

Ser Lys Leu Asp Val lie Asn Lys His Ser Phe Asn Asn Phe Arg Leu 
195 200 205 

Arg Val Gly Leu Asn His Gly Pro Val Val Ala Gly Val lie Gly Ala 
210 215 220 

Gin Lys Pro Gin Tyr Asp lie Trp Gly Asn Thr Val Asn Val Ala Ser 
225 230 235 240 

Arg Met Glu Ser Thr Gly Val Leu Gly Lys He Gin Val Thr Glu Glu 
245 250 255 

Thr Ala Trp Ala Leu Gin Ser Leu Gly Tyr Thr Cys Tyr Ser Arg Gly 
260 265 270 

Val He Lys Val Lys Gly Lys Gly Gin Leu Cys Thr Tyr Phe Leu Asn 
275 280 285 

Thr Asp Leu Thr Arg Thr Gly Pro Pro Ser Ala Thr Leu Gly 
290 295 300 



<210> 51 

<211> 98 

<212> PRT 

<213> Homo sapiens 

<400> 51 

Met Phe He Cys Phe Leu Thr Leu Leu Thr Pro Gly Phe Ser Leu Ser 
15 10 15 

Leu Arg Arg Lys His Tyr Leu He Thr Phe Arg Trp Phe Thr Tyr Ser 
20 25 30 

Val Lys Asn Met Cys Lys Tyr Phe Val Gin Ser Pro Val Ser Asn Lys 
35 40 45 

Gin Pro Tyr Val Val Thr Asn His Leu Phe Cys His Ser Val Leu Gly 
50 55 60 

His Arg Ser Val Gly Met Val Ser Asp Leu Asp Ala Pro Thr Phe His 
65 70 75 80 

Val Arg Pro Arg Thr Val Pro Trp Ser Val Asp Ser Trp Ser Ala Leu 
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85 90 95 



Thr Gly 



<210> 52 

<211> 125 

<212> PRT 

<213> Homo sapiens 

<400> 52 

Met Tyr Phe He Phe Thr Ser Phe Trp Ala Tyr Lys He Tyr Tyr Val 
1 5 10 as 

Tyr Gly Phe Met Met Leu Val Leu Val He Leu Cys He Val Thr Val 
20 25 30 

Cys Val Thr He val Cys Thr Tyr Phe Leu Leu Asn Ala Glu Asp Tyr 
35 . 40 45 

Arg Trp Gin Trp Thr Ser Phe Leu Ser Ala Ala Ser Thr Ala He Tvr 
50 55 60 

Val Tyr Met Tyr Ser Phe Tyr Tyr Tyr Phe Phe Lys Thr Lys Met Tyr 
65 70 75 80 

Gly Leu Phe Gin Thr Ser Phe Tyr Phe Gly Tyr Met Ala Val Phe Ser 
85 90 95 

Thr Ala Leu Gly He Met Cys Gly Ala He Gly Tyr Met Gly Thr Ser 
100 105 no 

Ala Phe Val Arg Lys He Tyr Thr Asn Val Lys He Asp 
. 115 120 125 



<210> 53 

<211> 250 

<212> PRT 

<213> Homo sapiens 

<400> 53 

Met Arg Gly Thr Pro Lys Thr His Leu Leu Ala Phe Ser Leu Leu Cy 8 
1 5 10 



15 



Leu Leu Ser Lys Val Arg Thr Gin Leu Cys Pro Thr Pro Cys Thr Cvs 
20 25 30 

Pro Trp Pro Pro Pro Arg Cys Pro Leu Gly Val Pro Leu Val Leu Asp 
35 40 45 

Gly Cys Gly Cys Cys Arg Val Cys Ala Arg Arg Leu Gly Glu Pro Cvs 
50 55 60 
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Asp Gin Leu His Val Cys Asp Ala Ser Gin Gly Leu Val Cys Gin Pro 
65 70 75 80 

Gly Ala Gly Pro Gly Gly Arg Gly Ala Leu Cys Leu Leu Ala Glu Asp 
85 90 95 

Asp Ser Ser Cys Glu Val Asn Gly Arg Leu Tyr Arg Glu Gly Glu Thr 
100 105 110 

Phe Gin Pro His Cys Ser lie Arg Cys Arg Cys Glu Asp Gly Gly Phe 
115 120 125 

Thr Cys Val Pro Leu Cys Ser Glu Asp Val Arg Leu Pro Ser Trp Asp 
130 135 140 

Cys Pro His Pro Arg Arg Val Glu Val Leu Gly Lys Cys Cys Pro Glu 
145 150 155 160 

Trp Val Cys Gly Gin Gly Gly Gly Leu Gly Thr Gin Pro Leu Pro Ala 
165 170 175 

Gin Gly Prq Gin Phe Ser Gly Leu Val Ser Ser Leu Pro Pro Gly Val 
180 185 190 

Pro Cys Pro Glu Trp Ser Thr Ala Trp Gly Pro Cys Ser Thr Thr Cys 
195 200 205 

Gly Leu Gly Met Ala Thr Arg Val Ser Asn Gin Asn Arg Phe Cys Arg 
210 215 220 

Leu Glu Thr Gin Arg Arg Leu Cys Leu Ser Arg Pro Cys Pro Pro Ser 
225 230 235 240 

Arg Gly Arg Ser Pro Gin Asn Ser Ala Phe 
245 250 



<210> 54 
<211> 99 
<212> PRT 

<213> Homo sapiens 
<400> 54 

Met Gly Pro Phe Phe Pro Tyr Ser Leu Leu Ser Phe Phe Pro Cys Ser 
15 10 15 

Phe Ser Ser Pro Ser Phe lie Phe Leu Leu Leu He Leu Lys Thr Gly 
20 25 30 

Cys Ser Leu Phe Pro Cys Cys Pro lie Ser Pro Leu Cys Pro Tyr Phe 
35 40 45 

Ser Gin Ser Leu Ser Pro Leu Lys Ser Arg Ala Gly Arg Cys Tyr Trp 
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50 



55 eo 
Cys Phe Phe Thr Leu Gly Pro Ser Ser He Phe Val Phe Ser Val Tyr 



70 



75 



80 



Pro Leu Pro Asp Thr Ser Phe Ser Pro Ser Leu Gly Pro Lys Ala Glu 
85 90 



95 



Asn Gin Cys 



<210> 55 
<211> 388 
<212> PRT 

<213> Homo sapiens 
<400> 55 

Met Met Thr lie Thr Phe Leu Pro Tyr Thr Phe Ser Leu Met Val Thr 
1 5 10 15 

Phe Pro Asp Val Pro Leu Gly He Phe Leu Phe Cys Val Cys Val He 
20 25 3 o 

Ala He Gly Val Val Gin Ala Leu He Val Gly Tyr Ala Phe His Phe 
35 40 45 



Pro His Leu Leu Ser Pro Gin He Gin Arg Ser Ala His Arg Ala Leu 
50 55 60 

Tyr Arg Arg His Val Leu Gly He Val Leu Gin Gly Pro Ala Leu Cys 
65 70 75 ; 0 

Phe Ala Ala Ala He Phe Ser Leu Phe Phe Val Pro Leu Ser Tyr Leu 



85 9 o 



95 



Leu Met Val Thr Val He Leu Leu Pro Tyr Val Ser Lys Val Thr Gly 
100 105 110 

Trp Cys Arg Asp Arg Leu Leu Gly His Arg Glu Pro Ser Ala His Pro 
115 120 i 2 5 

Val Glu Val Phe Ser Phe Asp Leu His Glu Pro Leu Ser Lys Glu Aro 
130 135 140 

Val Glu Ala Phe Ser Asp Gly Val Tyr Ala He Val Ala Thr Leu Leu 
145 150 155 160 

He Leu Asp He Cys Glu Asp Asn Val Pro Asp Pro Lys Asp Val Lys 
165 170 175 

Glu Arg Phe Ser Gly Ser Leu Val Ala Ala Leu Ser Ala Thr Gly Pro 

1 on ■* 



180 185 



190 
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Arg Phe Leu Ala Tyr Phe Gly Ser Phe Ala Thr Val Gly Leu Leu Trp 
195 200 205 

Phe Ala His His Ser Leu Phe Leu His Val Arg Lys Ala Thr Arg Ala 
210 215 220 

Met Gly Leu Leu Asn Thr Leu Ser Leu Ala Phe Val Gly Gly Leu Pro 
225 230 235 240 

Leu Ala Tyr Gin Gin Thr Ser Ala Phe Ala Arg Gin Pro Arg Asp Glu 
245 250 255 

Leu Glu Arg Val Arg Val Ser Cys Thr He He Phe Leu Ala Ser He 
260 265 270 

Phe Gin Leu Ala Met Trp Thr Thr Ala Leu Leu His Gin Ala Glu Thr 
275 280 285 

Leu Gin Pro Ser Val Trp Phe Gly Gly Arg Glu His Val Leu Met Phe 
290 295 300 

Ala Lys Leu Ala Leu Tyr Pro Cys Ala Ser Leu Leu Ala Phe Ala Ser 
305 310 315 320 

Thr Cys Leu Leu Ser Arg Phe Ser Val Gly He Phe His Leu Met Gin 
325 330 335 

He Ala Val Pro Cys Ala Phe Leu Leu Leu Arg Leu Leu Val Gly Leu 
340 345 350 

Ala Leu Ala Thr Leu Arg Val Leu Arg Gly Leu Ala Arg Pro Glu His 
355 360 365 

Pro Pro Pro Ala Pro Thr Gly Gin Asp Asp Pro Gin Ser Gin Leu Leu 
370 375 380 



Pro Ala Pro Cys 
385 



<210> 56 

<211> 370 

<212> PRT 

<213> Homo sapiens 

<400> 56 

Met His Arg Leu He Phe Val Tyr Thr Leu He Cys Ala Asn Phe Cys 
15 10 ' 15 

Ser Cys Arg Asp Thr Ser Ala Thr Pro Gin Ser Ala Ser He Lys Ala 
20 25 30 

Leu Arg Asn Ala Asn Leu Arg Arg Asp Glu Ser Asn His Leu Thr Asp 
35 40 45 
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Leu Tyr Arg Arg Asp Glu Thr He Gin Val Lys Gly Asn Gly Tyr Val 
50 55 go 

Gin Ser Pro Arg Phe Pro Asn Ser Tyr Pro Arg Asn Leu Leu Leu Thr 
65 70 75 80 

Trp Arg Leu His Ser Gin Glu Asn Thr Arg He Gin Leu Val Phe Asp 



85 



90 



95 



Asn Gin Phe Gly Leu Glu Glu Ala Glu Asn Asp He Cys Arg Tyr Asp 
100 los ~ 



110 



Phe Val Glu Val Glu Asp He Ser Glu Thr Ser Thr He He Arg Gly 
115 120 125 

Arg Trp Cys Gly His Lys Glu Val Pro Pro Arg He Lys Ser Arg Thr 



130 



135 



140 



Asn Gin He Lys He Thr Phe Lys Ser Asp Asp Tyr Phe Val Ala Lys 
145 150 155 i 6 o 

Pro Gly Phe Lys He Tyr Tyr Ser Leu Leu Glu Asp Phe Gin Pro Ala 
165 170 



175 



Ala Ala Ser Glu Thr Asn Trp Glu Ser Val Thr Ser Ser He Ser 



180 



Gly 



185 190 
Val Ser Tyr Asn Ser Pro Ser Val Thr Asp Pro Thr Leu He Ala Asp 

IOC _ _ — 



195 



200 205 
Ala Leu Asp Lys Lys lie Ala Glu Phe Asp Thr Val Glu Asp Leu Leu 



210 



215 



220 



Lys Tyr Phe Asn Pro Glu Ser Trp Gin Glu Asp Leu Glu Asn Met Tyr 
225 230 23 5 2 ^ 

Leu Asp Thr Pro Arg Tyr Arg Gly Arg Ser Tyr His Asp Arg Lys Ser 



245 



250 



255 



Lys Val Asp Leu Asp Arg Leu Asn Asp Asp Ala Lys Arg Tyr Ser Cys 
260 265 270 

Thr Pro Arg Asn Tyr Ser Val Asn lie Arg Glu Glu Leu Lys Leu Ala 
275 280 285 

Asn Val Val Phe Phe Pro Arg Cys Leu Leu Val Gin Arg Cys Gly Gly 
290 295 300 

Asn Cys Gly Cys Gly Thr Val Asn Trp Arg Ser Cys Thr Cys Asn Ser 
30S 310 315 320 

Gly Lys Thr Val Lys Lys Tyr His Glu Val Leu Gin Phe Glu Pro Gly 
325 330 335 
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His He Lys Arg Arg Gly Arg Ala Lys Thr Met Ala Leu Val Asp He 
340 345 350 

Gin Leu Asp His His Glu Arg Cys Asp Cys He Cys Ser Ser Arg Pro 
355 360 365 

Pro Arg 
370 



<210> 57 
<211> 82 
<212> PRT 

<213> Homo sapiens 
<400> 57 

Met Ala Ser His Ser Phe Leu Leu Asp He Tyr Leu Val Leu Ser Leu 
15 10 15 

. Trp Lys Cys He Pro Gly Leu Val Gin Asp Val Phe Leii Glu Met Lys 
20 25 30 

Val Leu Thr Glu Ser Ala Leu Cys Lys Val Met Thr Leu Glu Pro Leu 
35 40 45 

Gin His Ser Val Leu Val Phe Arg Cys Trp Gin Ser Pro Phe Gin Ala 
50 55 60 

Lys Ser Ser Arg Pro Cys Gin Ala Ser He Phe Ala Tyr Tyr Thr Leu 
65 70 75 80 

Asn Phe 



<210> 58 
<211> 89 
<212> PRT 

<213> Homo sapiens 
<400> 58 

Met Leu Val Leu Val Ser Gly He He Phe Ser Leu Ala Asp Arg Ser 
15 10 15 

Ser Ser Ser Thr He Arg Met Asp Ala Leu Ala Phe Leu Gin Gly Leu 
20 25 30 

Leu Gly Thr Glu Pro Ala Glu Ala Phe His Pro His Leu Pro He Leu 
35 40 45 



Leu Pro Pro Val Met Ala Cys Val Ala Asp Pro Phe Tyr Lys He Ala 
50 55 60 
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Ala Arg Gly Pro Gly Gly Ala Ala Gly Ala Gly Ala Gly Pro Val Ala 
65 70 75 80 

Ala Ala Gin Ala Ser Asp Ala Gly Ser 
85 



<210> 59 

<211> 353 

<212> PRT 

<213> Homo sapiens 

<400> 59 

Met Arg Tyr Leu Leu Pro Ser Val Val Leu Leu Gly Thr Ala Pro Thr 
1 5 10 15 

Tyr Val Leu Ala Trp Gly Val Trp Arg Leu Leu Ser Ala Phe Leu Pro 
20 25 30 

Ala Arg Phe Tyr Gin Ala Leu Asp Asp Arg Leu Tyr Cys Val Tyr Gin 
35 40 45 

Ser Met Val Leu Phe Phe Phe Glu Asn Tyr Thr Gly Val Gin lie Leu 
50 55 60 

Leu Tyr Gly Asp Leu Pro Lys Asn Lys Glu Asn lie He Tyr Leu Ala 
65 70 75 80 

Asn His Gin Ser Thr Val Asp Trp He Val Ala Asp He Leu Ala He 
85 90 95 

Arg Gin Asn Ala Leu Gly His Val Arg Tyr Val Leu Lys Glu Gly Leu 
100 105 no 

Lys Trp Leu Pro Leu Tyr Gly Cys Tyr Phe Ala Gin His Gly Gly He 
115 120 125 

Tyr Val Lys Arg Ser Ala Lys Phe Asn Glu Lys Glu Met Arg Asn Lys 
130 135 140 

Leu Gin Ser Tyr Val Asp Ala Gly Thr Pro Met Tyr Leu Val He Phe 
145 150 155 160 

Pro Glu Gly Thr Arg Tyr Asn Pro Glu Gin Thr Lys Val Leu Ser Ala 
165 170 175 

Ser Gin Ala Phe Ala Ala Gin Arg Gly Leu Ala Val Leu Lys His Val 
180 185 190 

Leu Thr Pro Arg He Lys Ala Thr His Val Ala Phe Asp Cys Met Lys 
1Q 5 200 205 

Asn Tyr Leu Asp Ala He Tyr Asp Val Thr Val Val Tyr Glu Gly Lys 
210 215 220 
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Asp Asp Gly Gly Gin Arg Arg Glu Ser Pro Thr Met Thr Glu Phe Leu 
225 230 235 240 

Cys Lys Glu Cys Pro Lys He His He His He Asp Arg He Asp Lys 
245 250 255 

Lys Asp Val Pro Glu Glu Gin Glu His Met Arg Arg Trp Leu His Glu 
260 265 270 

Arg Phe Glu He Lys Asp Lys Met Leu He Glu Phe Tyr Glu Ser Pro 
275 280 285 

Asp Pro Glu Arg Arg Lys Arg Phe Pro Gly Lys Ser Val Asn Ser Lys 
290 295 300 

Leu Ser He Lys Lys Thr Leu Pro Ser Met Leu He Leu Ser Gly Leu 
305 310 315 320 

Thr Ala Gly Met Leu Met Thr Asp Ala Gly Arg Lys Leu Tyr Val Asn 
325 330 335 

Thr Trp He Tyr Gly Thr Leu Leu Gly Cys Leu Trp Val Thr He Lys 
340 345 350 

Ala 



<210> 60 

<211> 103 

<212> PRT 

<213> Homo sapiens 

<400> 60 

Met Gin Ser Phe His His Pro Leu Arg He Leu Leu Trp Leu Pro Leu 
15 10 15 

Val Thr Lys Lys Ser Leu Cys Pro Val His Lys Thr Met Thr Gin Leu 
20 25 30 

Ser Leu Val Leu Ala Ser Leu Ser Asn Ser Leu Ser Phe Gly Tyr Pro 
35 40 45 

Gly Phe Val Arg Ala Asn Arg Gin Thr Ser Leu He Gly Glu Phe Leu 
50 55 60 

Gly Gly Gly Gly Trp His Ala Phe Ala Tyr Cys Phe Leu Ser Ala Glu 
65 70 75 * 80 

Asn Ala Ser Leu Ser Leu Ala Val Ser Ala Thr Pro Pro Asp Leu Val 
•85 90 95 

Ser Leu He Cys Leu Ser Gin 



WO 01/55430 



PCT/US01/01431 



43 



100 



<210> 61 
<211> 226 
<212> PRT 

<213> Homo sapiens 
<400> 61 

Met Ala Ala Met Arg Trp Arg Trp Trp Gin Arg Leu Leu Pro Trp Arg 
1 5 io 15 

Leu Leu Gin Ala Arg Gly Phe Pro Gin Asn Ser Ala Pro Ser Leu Gly 
20 25 30 

Leu Gly Ala Arg Thr Tyr Ser Gin Gly Asp Cys Ser Tyr Ser Arg Thr 
35 40 45 

Ala Leu Tyr Asp Leu Leu Gly Val Pro Ser Thr Ala Thr Gin Ala Gin 
50 55 60 

lie Lys Ala Ala Tyr Tyr Arg Gin Cys Phe Leu Tyr His Pro Asp Arg 
65 70 75 80 

Asn Ser Gly Ser Ala Glu Ala Ala Glu Arg Phe Thr Arg He Ser Gin 
85 90 " 95 

Ala Tyr Val Val Leu Gly Ser Ala Thr Leu Arg Arg Lys Tyr Asp Arg 
100 105 no 

Gly Leu Leu Ser Asp Glu Asp Leu Arg Gly Pro Gly Val Arg Pro Ser 
H5 120 125 

Arg Thr Pro Ala Pro Asp Pro Gly Ser Pro Arg Thr Pro Pro Pro Thr 
130 135 140 

Ser Arg Thr His Asp Gly Ser Arg Ala Ser Pro Gly Ala Asn Arg Thr 
145 150 155 160 

Met Phe Asn Phe Asp Ala Phe Tyr Gin Ala His Tyr Gly Glu Gin Leu 
165 170 175 

Glu Arg Glu Arg Arg Leu Arg Ala Arg Arg Glu Ala Leu Arg Lys Arg 
180 185 190 

Gin Glu Tyr Arg Ser Met Lys Gly Leu Arg Trp Glu Asp Thr Arg Asp 
195 200 205 

Thr Ala Ala He Phe Leu He Phe Ser He Phe He He He Gly Phe 
210 215 220 

Tyr He 
225 
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<210> 62 

<211> 86 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (75) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 62 

Met Ser Leu Gly Gly Ser Gin Ser Ser Leu Val Ser Trp Arg Ala Thr 
15 10 15 

Gin He Ala Cys Met Thr Leu Ser Trp Pro Leu Trp Thr Cys Trp Leu 
20 25 30 

Ala Ala Pro Leu Ser Leu Thr Lys Ser Pro Trp Arg Gin Trp Ser Thr 
35 40 45 

His Val Lys Gly Phe Asn Leu Ala Ser Ser Gin Ala Glu Val Gin Pro 
50 55 60 

Val Gly Gin Thr Leu Ala Ser Glu Lys Lys Xaa Leu Gin Glu Val Leu 
65 70 75 80 

Ala Arg Ala He Gin His 
85 



<210> 63 

<211> 150 

<212> PRT 

<213> Homo sapiens 

<400> 63 

Met Val Met He Leu Phe Val Ala Phe He Thr Cys Trp Glu Glu Val 
15 10 15 

Thr Thr Leu Val Gin Ala He Arg He Thr Ser Tyr Met Asn Glu Thr 
20 ' 25 30 

He Leu Tyr Phe Pro Phe Ser Ser His Ser Ser Tyr Thr Val Arg Ser 
35 40 45 

Lys Lys He Phe Leu Ser Lys Leu He Val Cys Phe Leu Ser Thr Trp 
50 55 60 

Leu Pro Phe Val Leu Leu Gin Val He He Val Leu Leu Lys Val Gin 
65 70 75 80 



He Pro Ala Tyr He Glu Met Asn He Pro Trp Leu Tyr Phe Val Asn 
85 90 95 
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Ser Phe Leu He Ala Thr Val Tyr Trp Phe Asn Cys His Lys Leu Asn 
100 105 no 

Leu Lys Asp lie Gly Leu Pro Leu Asp Pro Phe Val Asn Trp Lys Cys 
115 * 120 125 

Cys Phe He Pro Leu Thr He Pro Asn Leu Glu Gin He Glu Lys Pro 
130 135 140 

He Ser He Met He Cys 
145 150 



<210> 64 

<211> 80 

<212> PRt 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (11) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 64 

Met Thr His Cys Leu Leu His Gly Met Gly Xaa Ala Gly Ala Ala Ser 
1 5 io 15 

Leu Thr Pro Lys Pro Met Ser Leu He Ser Ala Tyr Cys Gly Gly Leu 
20 25 ~ 30 

Trp Leu Ala Ala Val Ala Val Met Val Gin Met Ala Ala Leu Cys Gly 
35 40 45 

Ala Gin Asp He Gin Asp Lys Phe Ser Ser He Leu Ser Arg Gly Gin 
50 55 so 

Glu Ala Tyr Glu Arg Leu Leu Trp Asn Gly Glu Phe Gly Glu Pro Lys 
65 70 75 A 80 



<210> 65 

<211> 88 

<212> PRT 

<213> Homo sapiens 

<400> 65 

Met Trp Gly Glu Pro Gly Gly Arg Val Ser Ala Leu Ala Gin Val Ser 
1 5 io 15 

Ala Gly Tyr Ala Pro Ser Gly Ser Gin Lys Cys Phe Leu Gin Gly Leu 
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20 



25 



30 



Arg Val Leu Leu Leu Val Val Gin Leu Ser Ala Pro His Leu Cys Pro 
35 40 45 

Asn Pro Asn Ser Cys Gin Val Leu Ala Ser Tyr Phe Ser Cys Leu Tyr 
50 55 60 

Ser Tyr Trp Asp Thr lie Glu Ser Pro Arg Ala Val Gly Ser His Leu 
65 70 75 80 

Arg Gly Arg Tyr lie Gly Ser Ser 
85 



<210> 66 

<211> 262 

<212> PRT 

<213> Homo sapiens 



<220> 

<221> SITE 
<222> (231) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 66 

Met Ser Pro Pro Pro Leu Leu Gin Pro Leu Leu Leu Leu Leu Pro Leu 
15 10 15 

Leu Asn Val Glu Pro Ser Gly Ala Thr Leu lie Arg lie Pro Leu His 
20 25 30 

Arg Val Gin Pro Gly Arg Arg lie Leu Asn Leu Leu Arg Gly Trp Arg 
35 40 45 

Glu Pro Ala Glu Leu Pro Lys Leu Gly Ala Pro Ser Pro Gly Asp Lys 
50 55 60 

Pro lie Phe Val Pro Leu Ser Asn Tyr Arg Asp Val Gin Tyr Phe Gly 
65 70 75 80 



Glu He Gly Leu Gly Thr Pro Pro Gin Asn Phe Thr Val Ala Phe Asp 
85 90 95 

Thr Gly Ser Ser Asn Leu Trp Val Pro Ser Arg Arg Cys His Phe Phe 
100 105 HO 



Ser Val Pro Cys Trp Leu His His Arg Phe Asp Pro Lys Ala Ser Ser 
115 120 125 

Ser Phe Gin Ala Asn Gly Thr Lys Phe Ala He Gin Tyr Gly Thr Gly 
130 135 140 

Arg Val Asp Gly He Leu Ser Glu Asp Lys Leu Thr He Gly Gly He 
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145 150 155 160 

Lys Gly Ala Ser Val lie Phe Gly Glu Ala Leu Trp Glu Pro Ser Leu 
165 170 275 

Val Phe Ala Phe Ala His Phe Asp Gly lie Leu Gly Leu Gly Phe Pro 
180 185 290 

He Leu Ser Val Glu Gly Val Arg Pro Pro Met Asp Val Leu Val Glu 
195 200 205 

Gin Gly Leu Leu Asp Lys Pro Val Phe Ser Phe Tyr Leu Asn Arg Asp 
210 215 220 

Pro Glu Glu Pro Asp Gly Xaa Glu Leu Val Leu Gly Gly Ser Asp Pro 
225 230 235 ' 2 40 

Ala His Tyr He Pro Pro Ser Pro Phe Val Pro Val Arg Ser Pro Pro 
245 250 255 

Met Ala Asp Pro Gin Gly 
260 



<210> 67 

<211> 98 

<212> PRT 

<213> Homo sapiens 

<400> 67 

Met Phe He Cys Phe Leu Thr Leu Leu Thr Pro Gly Phe Ser Leu Ser 
1 5 20 15 

Leu Arg Arg Lys His Tyr Leu He Thr Phe Arg Trp Phe Thr Tyr Ser 
20 25 30 

Val Lys Asn Met Cys Lys Tyr Phe Val Gin Ser Pro Val Ser Asn Lys 
35 40 45 

Gin Pro Tyr Val Val Thr Asn His Leu Phe Cys His Ser Val Leu Glv 
50 55 60 

His Arg Ser Val Gly Met Val Ser Asp Leu Asp Ala Pro Thr Phe His 
65 70 75 80 

Val Arg Pro Arg Thr Val Pro Trp Ser Val Asp Ser Trp Ser Ala Leu 
85 90 95 

Thr Gly 



<210> 68 
<211> 225 
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<212> PRT 

<213> Homo sapiens 

<400> 68 

Met Tyr Phe lie Phe Thr Ser Phe Trp Ala Tyr Lys lie Tyr Tyr Val 
15 10 15 

Tyr Gly Phe Met Met Leu Val Leu Val lie Leu Cys He Val Thr Val 
20 25 30 

Cys Val Thr He Val Cys Thr Tyr Phe Leu Leu Asn Ala Glu Asp Tyr 
35 40 45 

Arg Trp Gin Trp Thr Ser Phe Leu Ser Ala Ala Ser Thr Ala He Tyr 
50 55 60 

Val Tyr Met Tyr Ser Phe Tyr Tyr Tyr Phe Phe Lys Thr Lys Met Tyr 
65 70 75 80 

Gly Leu Phe Gin Thr Ser Phe Tyr Phe Gly Tyr Met Ala Val Phe Ser 
85 90 95 

Thr Ala Leu Gly He Met Cys Gly Ala He Gly Tyr Met Gly Thr Ser 
100 105 110 

Ala Phe Val Arg Lys He Tyr Thr Asn Val Lys He Asp 
115 120 125 



<210> 69 

<211> 250 

<212> PRT 

<213> Homo sapiens 

<400> 69 

Met Arg Gly Thr Pro Lys Thr His Leu Leu Ala" Phe Ser Leu Leu Cys 
15 10 15 

Leu Leu Ser Lys Val Arg Thr Gin Leu Cys Pro Thr Pro Cys Thr Cys 
20 25 30 

Pro Trp Pro Pro Pro Arg Cys Pro Leu Gly Val Pro Leu Val Leu Asp 
35 40 45 

Gly Cys Gly Cys Cys Arg Val Cys Ala Arg Arg Leu Gly Glu Pro Cys 
50 55 60 

Asp Gin Leu His Val Cys Asp Ala Ser Gin Gly Leu Val Cys Gin Pro 
65 70 75 80 

Gly Ala Gly. Pro Gly Gly Arg Gly Ala Leu Cys Leu Leu Ala Glu Asp 
85 90 95 . 

Asp Ser Ser Cys Glu Val Asn Gly Arg Leu Tyr Arg Glu Gly Glu Thr 
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100 105 no 

Phe Gin Pro His Cys Ser He Arg Cys Arg Cys Glu Asp Gly Gly Phe 
115 120 125 

Thr Cys Val Pro Leu Cys Ser Glu Asp Val Arg Leu Pro Ser Trp Asp 
130 135 140 

Cys Pro His Pro Arg Arg Val Glu Val Leu Gly Lys Cys Cys Pro Glu 
145 150 155 160 

Trp Val Cys Gly Gin Gly Gly Gly Leu Gly Thr Gin Pro Leu Pro Ala 
165 170 175 

Gin Gly Pro Gin Phe Ser Gly Leu Val Ser Ser Leu Pro Pro Gly Val 
180 185 190 

Pro Cys Pro Glu Trp Ser Thr Ala Trp Gly Pro Cys Ser Thr Thr Cys 
195 200 " 205 

Gly Leu Gly Met Ala Thr Arg Val Ser Asn Gin Asn Arg Phe Cys Arg 
210 215 220 

Leu Glu Thr Gin Arg Arg Leu Cys Leu Ser Arg Pro Cys Pro Pro Ser 
225 230 235 240 

Arg Gly Arg Ser Pro Gin Asn Ser Ala Phe 
245 250 



<210> 70 

<211> 110 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (8) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 70 

Met Arg Leu Ser Cys Pro Arg Xaa Pro Gly Trp Met Gly Pro Phe Phe 
1 5 io * 15 

Pro Tyr Ser Leu Leu Ser Phe Phe Pro Cys Ser Phe Ser Ser Pro Ser 
20 25 30 

Phe lie Phe Leu Leu Leu lie Leu Lys Thr Gly Cys Ser Leu Phe Pro 
35 40 * 45 

Cys Cys Pro lie Ser Pro Leu Cys Pro Tyr Phe Ser Gin Ser Leu Ser 
50 55 60 

Pro Leu Lys Ser Arg Ala Gly Arg Cys Tyr Trp Cys Phe Phe Thr Leu 
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65 70 75 80 

Gly Pro Ser Ser lie Phe Val Phe Ser Val Tyr Pro Leu Pro Asp Thr 
85 90 95 

Ser Phe Ser Pro Ser Leu Gly Pro Lys Ala Glu Asn Gin Cys 
100 105 110 



<210> 71 
<211>.76 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (11) 

<223> Xaa equals- any of the naturally occurring L-amino acids 
<400> 71 

Met Gly Pro Phe Phe Pro Tyr Ser Leu Leu Xaa Phe Phe Pro Cys Ser 
15 10 15 

Phe Ser Ser Pro Ser Phe lie Phe Leu Leu Leu lie Leu Lys Thr Gly 
20 25 30 

Cys Ser Leu Phe Pro Cys Cys Pro lie Ser Pro Leu Cys Pro Tyr Phe 
35 40 45 

Ser Gin Ser Leu Ser Pro Leu Lys Ser Arg Ala Gly Arg Cys Tyr Trp 
50 55 60 

Cys Phe Phe Thr Leu Gly Pro Ser Ser Tyr Leu Leu 
65 70 75 



<210>. 72 
<211> 61 
<212> PRT 

<213> Homo sapiens 
<400> 72 

Thr Leu Thr Gin His Gin Gly Ala His Leu Gly Pro Phe Leu Asp Met 
15 10 15 

Ser Phe Leu His Tyr His Ser His Glu Pro Pro Thr Ser Gly lie Ala 
20 25 30 

Asp Gin Gly Trp Gly Glu Asn Val Ala Cys Cys Phe Leu Val Leu Val 
35 40 45 



He He Tyr Leu Asn Lys Gin Cys Cys Lys Tyr Leu Pro 
50 55 60 
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<210> 73 

<211> 388 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (277) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 73 

Met Met Thr He Thr Phe Leu Pro Tyr Thr Phe Ser Leu Met Val Thr 
1 5 io 15 

Phe Pro Asp Val Pro Leu Gly He Phe Leu Phe Cys Val Cys Val He 
20 25 30 

Ala lie Gly Val Val Gin Ala Leu He Val Gly Tyr Ala Phe His Phe . 
35 40 45 

Pro His Leu Leu Ser Pro Gin He Gin Arg Ser Ala His Arg Ala Leu 
50 55 60 

Tyr Arg Arg His Val Leu Gly He Val Leu Gin Gly Pro Ala Leu Cys 
65 70 75 80 

Phe Ala Ala Ala He Phe Ser Leu Phe Phe Val Pro Leu Ser Tyr Leu 
85 90 95 

Leu Met Val Thr Val He Leu Leu Pro Tyr Val Ser Lys Val Thr Gly 
100 105 no 

Trp Cys Arg Asp Arg Leu Leu Gly His Arg Glu Pro Ser Ala His Pro 
115 120 125 

Val Glu Val Phe Ser Phe Asp Leu His Glu Pro Leu Ser Lys Glu Arg 
130 135 140 

Val Glu Ala Phe Ser Asp Gly Val Tyr Ala He Val Ala Thr Leu Leu 
145 150 155 160 

He Leu Asp He Cys Glu Asp Asn Val Pro Asp Pro Lys Asp Val Lys 
165 170 175 

Glu Arg Phe Ser Gly Ser Leu Val Ala Ala Leu Ser Ala Thr Gly Pro 
180 185 190 

Arg Phe Leu Ala Tyr Phe Gly Ser Phe Ala Thr Val Gly Leu Leu Trp 
195 2 00 205 

Phe Ala His His Ser Leu Phe Leu His Val Arg Lys Ala Thr Arg Ala 
21° 215 220 
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Met Gly Leu Leu Asn Thr Leu Ser Leu Ala Phe Val Gly Gly Leu Pro 
225 230 235 240 

Leu Ala Tyr Gin Gin Thr Ser Ala Phe Ala Arg Gin Pro Arg Asp Glu 
245 250 255 

Leu Glu Arg Val Arg Val Ser Cys Thr He He Phe Leu Ala Ser He 
260 265 270 

Phe Gin Leu Ala Xaa Trp Thr Thr Ala Leu Leu His Gin Ala Glu Thr 
275 280 285 

Leu Gin Pro Ser Val Trp Phe Gly Gly Arg Glu His Val Leu Met Phe 
290 295 300 

Ala Lys Leu Ala Leu Tyr Pro Cys Ala Ser Leu Leu Ala Phe Ala Ser 
305 310 315 320 

Thr Cys Leu Leu Ser Arg Phe Ser Val Gly He Phe His Leu Met Gin 
325 330 335 

He Ala Val Pro Cys Ala Phe Leu Leu Leu Arg Leu Leu Val Gly Leu 
340 345 350 

Ala Leu Ala Thr Leu Arg Val Leu Arg Gly Leu Ala Arg Pro Glu His 
355 360 365 

Pro Pro Pro Ala Pro Thr Gly Gin Asp Asp Pro Gin Ser Gin Leu Leu 
370 375 380 

Pro Ala Pro Cys 
385 



<210> 74 

<211> 370 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (216) 

<223> Xaa equals any of the naturally occurring L-atnino acids 
<400> 74 

Met His Arg Leu He Phe Val Tyr Thr Leu He Cys Ala Asn Phe Cys 
15 10 15 

Ser Cys Arg Asp Thr Ser Ala Thr Pro Gin Ser Ala Ser He Lys Ala 
20 25 30 



Leu Arg Asn Ala Asn Leu Arg Arg Asp Glu Ser Asn His Leu Thr Asp 
35 40 45 
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Leu Tyr Arg Arg Asp Glu Thr He Gin Val Lys Gly Asn Gly Tyr Val 
50 55 60 

Gin Ser Pro Arg Phe Pro Asn Ser Tyr Pro Arg Asn Leu Leu Leu Thr 
65 70 75 so 

Trp Arg Leu His Ser Gin Glu Asn Thr Arg He Gin Leu Val Phe Asp 
85 90 95 

Asn Gin Phe Gly Leu Glu Glu Ala Glu Asn Asp He Cys Arg Tyr Asp 
100 105 no 

Phe Val Glu Val Glu Asp He Ser Glu Thr Ser Thr He He Arq Glv 
H5 i 2 o 125 

Arg Trp Cys Gly His Lys Glu Val Pro Pro Arg He Lys Ser Arg Thr 



130 



135 



140 



Asn Gin He Lys He Thr Phe Lys Ser Asp Asp Tyr Phe Val Ala Lys 
145 "0 155 i 6 o 

Pro Gly Phe Lys He Tyr Tyr Ser Leu Leu Glu Asp Phe Gin Pro Ala 
165 170 



175 



Ala Ala Ser Glu Thr Asn Trp Glu Ser Val Thr Ser Ser He Ser 



180 



Gly 



185 190 

Val Ser Tyr Asn Ser Pro Ser Val Thr Asp Pro Thr Leu He Ala Asp 
195 200 205 

Ala Leu Asp Lys Lys He Ala Xaa Phe Asp Thr Val Glu Asp Leu Leu 
210 215 220 

Lys Tyr Phe Asn Pro Glu Ser Trp Gin Glu Asp Leu Glu Asn Met Tyr 



230 



235 



240 



Leu Asp Thr Pro Arg Tyr Arg Gly Arg Ser Tyr His Asp Arg Lys Ser 
245 250 255 

Lys Val Asp Leu Asp Arg Leu Asn Asp Asp Ala Lys Arg Tyr Ser Cys 
260 265 270 

Thr Pro Arg Asn Tyr Ser Val Asn He Arg Glu Glu Leu Lys Leu Ala 
275 280 285 



Asn Val val Phe Phe Pro Arg Cys Leu Leu Val Gin Arg Cys Gly 



290 



295 



300 



Gly 



Asn Cys Gly Cys Gly Thr Val Asn Trp Arg Ser Cys Thr Cys Asn Ser 
305 3 10 315 320 

Gly Lys Thr Val Lys Lys Tyr His Glu Val Leu Gin Phe Glu Pro Gly 
325 330 335 
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His lie Lys Arg Arg Gly Arg Ala Lys Thr Met Ala Leu Val Asp lie 
340 345 350 

Gin Leu Asp His His Glu Arg Cys Asp Cys He Cys Ser Ser Arg Pro 
355 360 365 

Pro Arg 
370 



<210> 75 
<211> 159 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (153) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (158) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 75 

Met His Arg Leu He Phe Val Tyr Thr Leu He Cys Ala Asn Phe Cys 
1 5 10 15 

Ser Cys Arg Asp Thr Ser Ala Thr Pro Gin Ser Ala Ser He Lys Ala 
20 25 30 

Leu Arg Asn Ala Asn Leu Arg Arg Asp Glu Ser Asn His Leu Thr Asp 
35 40 45 

Leu Tyr Arg Arg Asp Glu Thr He Gin Val Lys Gly Asn Gly Tyr Val 
50 55 60 

Gin Ser Pro Arg Phe Pro Asn Ser Tyr Pro Arg Asn Leu Leu Leu Thr 
65 70 75 80 

Trp Arg Leu His Ser Gin Glu Asn Thr Arg He Gin Leu Val Val Asp 
85 90 95 

Asn Gin Phe Gly Leu Glu Glu Ala Glu Asn Asp He Cys Arg Tyr Asp 
100 105 HO 

Phe Val Glu Val Glu Asp He Ser Glu Thr Ser Thr He He Arg Gly 
115 120 125 

Arg Trp Cys Gly His Lys Glu Val Pro Pro Arg He Lys Ser Arg Thr 
130 135 140 

Asn His He Lys He Thr Phe Lys Xaa Asp Asp Tyr Phe Xaa Ala 
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145 



150 



155 



<210> 76 

<211> 89 

<212> PRT 

<213> Homo sapiens 

<220> 
<221> SITE 
<222> (33) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (63) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 76 

Leu lie lie Lys Lys Gly Lys lie Trp Phe Pro Glu Lys Arg Pro lie 
1 5 10 - is 

Pro Lys His Phe Phe His Glu Lys His Cys lie Leu Thr Tyr Val Asp 
20 25 30 

Xaa Asn Asn Leu Ser Pro Lys Pro Cys His Asn Asn He Ser Ala Leu 
35 40 45 

Glu He Lys Ser Leu Cys Phe Leu Cys He Leu Leu Arg His Xaa Tyr 
50 55 60 

Ser Phe Asn Thr Tyr Leu Lys Asn Leu Leu Arg Arg Phe Phe He He 
65 7 0 75 so 

Val Leu Gin Lys Thr Met Tyr Lys Leu 
85 



<210> 77 

<211> 82 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (61) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 77 

Met Ala Ser His Ser Phe Leu Leu Asp He Tyr Leu Val Leu Ser Leu 

is 10 : 



15 



Trp Lys Cys He Pro Gly Leu Val Gin Asp Val Phe Leu Glu Met Lys 
20 25 30 
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Val Leu Thr Glu Ser Ala Leu Cys Lys Val Met Thr Leu Glu Pro Leu 
35 40 45 

Gin His Ser Val Leu Val Phe Arg Cys Trp Gin Ser Xaa Phe Gin Ala 
50 55 60 

Lys Ser Ser Arg Pro Cys Gin Ala Ser lie Phe Ala Tyr Tyr Thr Leu 
65 70 75 80 

Asn Phe 



<210> 78 

<211> 33 

<212> PRT 

<213> Homo sapiens 

<400> 78 

Met Leu Val Leu Val Ser Gly lie He Phe Ser Leu Ala Asp Arg Ser 
X 5 10 15 

Ser Ser Ser Thr He Arg Met Asp Ala Leu Ala Phe Leu Gin Gly Leu 
20 25 30 

Leu 



<210> 79 
<211> 353 
<212> PRT 

<213> Homo sapiens 
<400> 79 

Met Arg Tyr Leu Leu Pro Ser Val Val Leu Leu Gly Thr Ala Pro Thr 
X 5 10 15 

Tyr Val Leu Ala Trp Gly Val Trp Arg Leu Leu Ser Ala Phe Leu Pro 
20 25 30 

Ala Arg Phe Tyr Gin Ala Leu Asp Asp Arg Leu Tyr Cys Val Tyr Gin 
35 40 45 

Ser Met Val Leu Phe Phe Phe Glu Asn Tyr Thr Gly Val Gin He Leu 
50 55 60 

Leu Tyr Gly Asp Leu Pro Lys Asn Lys Glu Asn He He Tyr Leu Ala 
65 70 75 80 

Asn His Gin Ser Thr Val Asp Trp He Val Ala Asp He Leu Ala He 
85 90 95 
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Arg Gin Asn Ala Leu Gly His Val Arg Tyr Val Leu Lys Glu Gly Leu 
100 105 no 

Lys Trp Leu Pro Leu Tyr Gly Cys Tyr Phe Ala Gin His Gly Gly He 
115 120 125 

Tyr Val Lys Arg Ser Ala Lys Phe Asn Glu Lys Glu Met Arg Asn Lys 
130 135 • 140 

Leu Gin Ser Tyr Val Asp Ala Gly Thr Pro Met Tyr Leu Val He Phe 
145 150 155 160 

Pro Glu Gly Thr Arg Tyr Asn Pro Glu Gin Thr Lys Val Leu Ser Ala 
165 170 175 

Ser Gin Ala Phe Ala Ala Gin Arg Gly Leu Ala Val Leu Lys His Val 
180 185 190 

Leu Thr Pro Arg He Lys Ala Thr His Val Ala Phe Asp Cys Met Lys 
195 200 205 

Asn Tyr Leu Asp Ala He Tyr Asp Val Thr Val Val Tyr Glu Gly Lys 
210 215 220 

Asp Asp Gly Gly Gin Arg Arg Glu Ser Pro Thr Met Thr Glu Phe Leu 
225 230 235 240 

Cys Lys Glu Cys Pro Lys He His He His He Asp Arg He Asp Lys 
245 250 ~ 255 

Lys Asp Val Pro Glu Glu Gin Glu His Met Arg Arg Trp Leu His Glu 
260 265 " 270 

Arg Phe Glu He Lys Asp Lys Met Leu He Glu Phe Tyr Glu Ser Pro 
275 280 285 

Asp Pro Glu Arg Arg Lys Arg Phe Pro Gly Lys Ser Val Asn Ser Lys 
2^0 295 300 

Leu Ser He Lys Lys Thr Leu Pro Ser Met Leu He Leu Ser Gly Leu 
305 310 315 320 

Thr Ala Gly Met Leu Met Thr Asp Ala Gly Arg Lys Leu Tyr Val Asn 
325 330 335 

Thr Trp He Tyr Gly Thr Leu Leu Gly Cys Leu Trp Val Thr He Lys 
340 345 350 



Ala 



<210> 80 
<211> 30 
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<212> PRT 

<213> Homo sapiens 

<400> 80 

Leu Asn Pro Trp Pro Leu lie Val Tyr Leu Cys Trp Asp Pro Lys Glu 
15 10 15 

Leu Tyr Ser Pro Cys Pro Pro Arg Pro Ala Gin Leu Ser Arg 
20 25 30 



<210> 81 

<211> 130 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (31) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (115) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (116) 

<223> Xaa equals any of the naturally occurring L-amino acids. 
<220> 

<221> SITE 
<222> (122) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (126) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (127) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 81 

Met Arg Trp Arg Trp Trp Gin Arg Leu Leu Pro Trp Arg Leu Leu Gin 
X 5 10 15 

Ala tog Gly Phe Pro Gin Asn Ser Ala Pro Ser Leu Gly Leu Xaa Ala 
.20 25 30 

Arg Thr Tyr Ser Gin Gly Asp Cys Ser Tyr Ser Arg Thr Ala Leu Tyr 
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35 



40 



45 



Asp Leu Leu Gly Val Pro Ser Thr Ala Thr Gin Ala Gin He Lys Ala 
50 55 eo 

Ala Tyr Tyr Arg Gin Cys Phe Leu Tyr His Pro Asp Arg Asn Ser Gly 



70 



75 



80 



Ser Ala Glu Ala Ala Glu Arg Phe Thr Arg He Ser Gin Ala Tyr Val 



85 



90 



95 



Val Leu Gly Ser Ala Pro Ser Val Ala Ser Met He Ala Ala Tyr Ser 



100 



105 



110 



Ala Thr Xaa Xaa Cys Ala Asp Leu Ala Xaa Gly Leu Gin Xaa Xaa Arg 
115 120 125 



His Pro 
130 



<210> 82 

<211> 50 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (33) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 82 

Ala Ala Met Arg Trp Arg Trp Trp Gin Arg Leu Leu Pro Trp Arg Leu 
1 5 io 



15 



Leu Gin Ala Arg Gly Phe Pro Gin Asn Ser Ala Pro Ser Leu Gly Leu 
20 25 30 

Xaa Ala Arg Thr Tyr Ser Gin Gly Asp Cys Ser Tyr Ser Arg Thr Ala 
35 40 45 

Leu Leu 
50 



<210> 83 
<211> 150 
<212> PRT 

<213> Homo sapiens 
<400> 83 



Met Val Met He Leu Phe Val Ala Phe He Thr Cys Trp Glu Glu Val 
1 5 io 15 
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Thr Thr Leu Val Gin Ala He Arg He Thr Ser Tyr Met Asn Glu Thr 
20 25 30 

He Leu Tyr Phe Pro Phe Ser Ser His Ser Ser Tyr Thr Val Arg Ser 
35 40 45 

Lys Lys He Phe Leu Ser Lys Leu He Val Cys Phe Leu Ser Thr Trp 
50 55 60 

Leu Pro Phe Val Leu Leu Gin Val He He Val Leu Leu Lys Val Gin 
65 70 75 80 

He Pro Ala Tyr He Glu Met Asn He Pro Trp Leu Tyr Phe Val Asn 
85 90 95 

Ser Phe Leu He Ala Thr Val Tyr Trp Phe Asn Cys His Lys Leu Asn 
100 105 HO 

Leu Lys Asp He Gly Leu Pro Leu Asp Pro Phe Val Asn Trp Lys Cys 
115 120 125 

Cys Phe He Pro Leu Thr He Pro Asn Leu Glu Gin He Glu Lys Pro 
130 135 140 

He Ser He Met He Cys 
145 150 



<210> 84 
<211> 415 
<212> PRT 

<213> Homo sapiens 
<400> 84 

Val Gly Leu Val Ser Met Leu Gly He Pro He Pro Gly Ala Glu Gly 
1 5 10 15 

Ala Pro Val Leu Asn Ser Leu Val Phe Leu Ser Gly Gin Ser Thr Pro 
20 25 30 

Thr Gin Lys Gly Val Gly He Ala Gly Ala Val Cys Val Ser Ser Lys 
35 40 45 

Leu Arg Pro Arg Gly Gin Cys Arg Leu Glu Phe Ser Leu Ala Trp Asp 
50 55 60 

Met Pro Arg He Met Phe Gly Ala Lys Gly Gin Val His Tyr Arg Arg 
65 70 75 80 

Tyr Thr Arg Phe Phe Gly Gin Asp Gly Asp Ala Ala Pro Ala Leu Ser 
85 90 95 

His Tyr Ala Leu Cys Arg Tyr Ala Glu Trp Glu Glu Arg He Ser Ala 
100 105 HO 
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Trp Gin Ser Pro Val Leu Asp Asp Arg Ser Leu Pro Ala Trp Tyr Lys 
115 120 125 

Ser Ala Leu Phe Asn Glu Leu Tyr Phe Leu Ala Asp Gly Gly Thr Val 
130 135 140 

Trp Leu Glu Val Leu Glu Asp Ser Leu Pro Glu Glu Leu Gly Arg Asn 
145 150 155 160 

Met Cys His Leu Arg Pro Thr Leu Arg Asp Tyr Gly Arg Phe Gly Tyr 
165 170 175 

Leu Glu Gly Gin Glu Tyr Arg Met Tyr Asn Thr Tyr Asp Val His Phe 
180 185 190 

Tyr Ala Ser Phe Ala Leu lie Met Leu Trp Pro Lys Leu Glu Leu Ser 
195 200 * 205 

Leu Gin Tyr Asp Met Ala Leu Ala Thr Leu Arg Glu Asp Leu Thr Arg 
210 215 220 

Arg Arg Tyr Leu Met Ser Gly Val Met Ala Pro Val Lys Arg Arg Asn 
225 230 235 " " 240 

Val lie Pro His Asp lie Gly Asp Pro Asp Asp Glu Pro Trp Leu Arg 
245 250 • 255 

Val Asn Ala Tyr Leu He His Asp Thr Ala Asp Trp Lys Asp Leu Asn 
260 265 270 

Leu Lys Phe Val Leu Gin Val Tyr Arg Asp Tyr Tyr Leu Thr Gly Asp 
275 280 ~ 285 

Gin Asn Phe Leu Lys Asp Met Trp Pro Val Cys Leu Ala Val Met Glu 
290 295 300 

Ser Glu Met Lys Phe Asp Lys Asp His Asp Gly Leu He Glu Asn Gly 
305 310 315 320 

Gly Tyr Ala Asp Gin Thr Tyr Asp Gly Trp Val Thr Thr Gly Pro Ser 
325 330 335 

Ala Tyr Cys Gly Gly Leu Trp Leu Ala Ala Val Ala Val Met Val Gin 
340 345 350 

Met Ala Ala Leu Cys Gly Ala Gin Asp He Gin Asp Lys Phe Ser Ser 
355 360 365 

He Leu Ser Arg Gly Gin Glu Ala Tyr Glu Arg Leu Leu Trp Asn Gly 
370 375 380 

Arg Tyr Tyr Asn Tyr Asp Ser Ser Ser Arg Pro Gin Ser Arg Ser Val 
3Q 5 390 395 40Q 
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Met Ser Asp Gin Cys Ala Gly Gin Trp Phe Leu Lys Ala Cys Gly 
405 410 415 



<210> 85 

<211> 88 

<212> PRT 

<213> Homo sapiens 

<400> 85 

Met Trp Gly Glu Pro Gly Gly Arg Val Ser Ala Leu Ala Gin Val Ser 
15 10 15 

Ala Gly Tyr Ala Pro Ser Gly Ser Gin Lys Cys Phe Leu Gin Gly Leu 
20 25 30 

Arg Val Leu Leu Leu Val Val Gin Leu Ser Ala Pro His Leu Cys Pro 
35 40 45 

Asn Pro Asn Ser Cys Gin Val Leu Ala Ser Tyr Phe Ser Cys Leu Tyr 
50 55 60 

Ser Tyr Trp Asp Thr He Glu Ser Pro Arg Ala Val Gly Ser His Leu 
65 ~ 70 75 80 

Arg Gly Arg Tyr He Gly Ser Ser 
85 



<210> 86 
<211> 64 
<212> PRT 

<213> Homo sapiens 
<400> 86 

Ser Gin Arg Ser Gly Arg Leu Arg Gin Glu Asp His Leu Arg Ser Gly 
15 10 15 

Val Gin Cys Gly Gin His Ser Lys Thr Leu Ser Leu Gin Lys Asn Leu 
20 25 30 

Lys Leu Ser Trp His Trp Trp Arg Met Ala Val Val Pro Ala Thr Trp 
35 40 45 

Glu Val Glu Val Gly Gly Ser Leu Glu Pro Arg Ser Ser Ser Leu Gin 
50 55 60 



<210> 87 
<211> 212 
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<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (9) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 87 

Gly Ser Ala Gly Thr Ala Arg He Xaa Gly Ser Thr Thr Arg Pro Asp 
1 5 io 15 

Pro Glu Glu Pro Asp Gly Gly Glu Leu Val Leu Gly Gly Ser Asp Pro 
20 25 30 

Ala His Tyr He Pro Pro Leu Thr Phe Val Pro Val Thr Val Pro Ala 
35 40 45 

Tyr Trp Gin He His Met Glu Arg Val Lys Val Gly Pro Gly Leu Thr 
50 55 60 

Leu Cys Ala Lys Gly Cys Ala Ala He Leu Asp Thr Gly Thr Ser Leu 
65 7 <> 75 so 

He Thr Gly Pro Thr Glu Glu He Arg Ala Leu His Ala Ala He Gly 
85 90 95 

Gly He Pro Leu Leu Ala Gly Glu Tyr He He Leu Cys Ser Glu He 
100 105 no 

Pro Lys Leu Pro Ala Val Ser Phe Leu Leu Gly Gly Val Trp Phe Asn 
115 120 125 

Leu Thr Ala His Asp Tyr Val He Gin Thr Thr Arg Asn Gly Val Arg 
13° 135 140 

Leu Cys Leu Ser Gly Phe Gin Ala Leu Asp Val Pro Pro Pro Ala Gly 
145 155 i 6 o 

Pro Phe Trp He Leu Gly Asp Val Phe Leu Gly Thr Tyr Val Ala Val 
165 170 i 7 5 

Phe Asp Arg Gly Asp Met Lys Ser Ser Ala Arg Val Gly Leu Ala Arg 
180 185 190 

Ala Arg Thr Arg Gly Ala Asp Leu .Gly Trp Gly Glu Thr Ala Gin Ala 
155 200 2 05 

Gin Phe Pro Gly 
210 



<210> 88 
<211> 145 
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<212> PRT 

<213> Homo sapiens 



<400> 88 

Met Ser Pro Pro Pro Leu Leu Gin Pro Leu Leu Leu Leu Leu Pro Leu 
15 10 15 

Leu Asn Val Glu Pro Ser Gly Ala Thr Leu He Arg He Pro Leu His 
20 25 30 

Arg Val Gin Pro Gly Arg Arg He .Leu Asn Leu Leu Arg Gly Trp Arg 
35 40 45 

Glu Pro Ala Glu Leu Pro Lys Leu Gly Ala Pro Ser Pro Gly Asp Lys 
50 55 60 

Pro He Phe Val Pro Leu Ser Asn Tyr Arg Asp Val Gln.Tyr Phe Gly 
65 70 75 80 

Glu He Gly Leu Gly Thr Pro Pro Gin Asn Phe Thr Val Ala Phe Asp 
85 90 95 

Thr Gly Ser Ser Asn Leu Trp Val Pro Ser Arg Arg Cys His Phe Phe 
100 105 HO 

Ser .Val Pro Cys Trp Leu His His Arg Phe Asp Pro Lys Ala Ser Ser 
115 120 125 

Ser Phe Arg Pro Met Gly Pro Ser Leu Pro Phe Asn Met Glu Leu Gly 
130 135 140 



Gly 
145 



<210> 89 

<211> 76 

<212> PRT 

<213> Homo sapiens 



<220> 

<221> SITE 
<222>' (11) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 89 

Met Gly Pro Phe Phe Pro Tyr Ser Leu Leu Xaa Phe Phe Pro Cys Ser 
1*5 10 15 

Phe Ser Ser Pro Ser Phe He Phe Leu Leu Leu He Leu Lys Thr Gly 
20 25 30 



Cys Ser Leu Phe Pro Cys Cys Pro He Ser Pro Leu Cys Pro Tyr Phe 
35 40 45 
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Ser Gin Ser Leu Ser Pro Leu Lys Ser Arg Ala Gly Arg Cys Tyr Trp 
50 55 60 

Cys Phe Phe Thr Leu Gly Pro Ser Ser Tyr Leu Leu 
65 70 - 75 



<210> 90 
<211> 188 
<212:> PRT 

<213> Homo sapiens 
<400> 90 

Cys Gly His Lys Glu Val Pro Pro Arg lie Lys Ser Arg Thr Asn Gin 
1 5 10 15 

lie Lys He Thr Phe Lys Ser Asp Asp Tyr Phe Val Ala Lys Pro Gly 
20 25 30 

Phe Lys He Tyr Tyr Ser Leu Leu Glu Asp Phe Gin Pro Ala Ala Ala 
35 40 45 

Ser Glu Thr Asn Trp Glu Ser Val Thr Ser Ser He Ser Gly Val Ser 
50 55 eo 

Tyr Asn Ser Pro Ser Val Thr Asp Pro Thr Leu He Ala Asp Ala Leu 
65 70 75 80 

Asp Lys Lys He Ala Glu Phe Asp Thr Val Glu Asp Leu Leu Lys Tyr 
85 so " 95 

Phe Asn Pro Glu Ser Trp Gin Glu Asp Leu Glu Asn Met Tyr Leu Asp 
100 105 no 

Thr Pro Arg Tyr Arg Gly Arg Ser Tyr His Asp Arg Lys Ser Lys Val 
11S 120 125 

Asp Leu Asp Arg Leu Asn Asp Asp Ala Lys Arg Tyr Ser Cys Thr Pro 
130 135 140 

Arg Asn Tyr Ser Val Asn He Arg Glu Glu Leu Lys Leu Ala Asn Val 
145 150 155 iso 

Val Phe Phe Pro Arg Cys Leu Leu Val Gin Arg Cys Gly Gly Asn Cys 
165 170 175 

Gly Cys Gly Thr Val Asn Trp Arg Ser Cys Thr Cys 
180 i 8 5 



<210> 91 
<211> 47 
<212> PRT 
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<213> Homo sapiens 
<400> 91 

Cys Thr Pro Arg Asn Tyr Ser Val Asn He Arg Glu Glu Leu Lys Leu 
1 5 10 15 

Ala Asn Val Val Phe Phe Pro Arg Cys Leu Leu Val Gin Arg Cys Gly 
20 25 30 

Gly Asn Cys Gly Cys Gly Thr Val Asn Trp Arg Ser Cys Thr Cys 
35 40 45 



<210> 92 
<211> 23 
<212> PRT 

<213> Homo sapiens 
<400> 92 

Cys Leu Leu Val Gin Arg Cys Gly Gly Asn Cys Gly Cys Gly Thr Val 
15 10 15 

Asn Trp Arg Ser Cys Thr Cys 
20 



<210> 93 
<211> 19 
<212> PRT 

<213> Homo sapiens 
<400> 93 

Pro Arg Cys Leu Leu Val Gin Arg Cys Gly Gly Asn Cys Gly Cys Gly 
i 5 10 15 

Thr Val Asn 



<210> 94 
<211> 29 
<212> PRT 

<213> Homo sapiens 
<400> 94 

Gly Tyr Leu Leu Pro Trp Tyr Pro Pro Ala lie Thr Gin Glu Tyr He 
15 10 15 

Leu Ser Thr Leu Tyr Leu Ser Asp Cys Cys Lys Thr Gin 
20 25 



<210> 95 
<211> 223 
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<212> PRT 

<213> Homo sapiens 

<400> 95 

Met Arg Trp Arg Trp Trp Gin Arg Leu Leu Pro Trp Arg Leu Leu Gin 
1 5 io 15 

Ala Arg Gly Phe Pro Gin Asn Ser Ala Pro Ser Leu Gly Leu Gly Ala 
20 25 30 

Arg Thr Tyr Ser Gin Gly Asp Cys Ser Tyr Ser Arg Thr Ala Leu Tyr 
35 40 45 

Asp Leu Leu Gly Val Pro Ser Thr Ala Thr Gin Ala Gin lie Lys Ala 
50 55 60 

Ala Tyr Tyr Arg Gin Cys Phe Leu Tyr His Pro Asp Arg Asn Ser Gly 
65 7 ° 75 so 

Ser Ala Glu Ala Ala Glu Arg Phe Thr Arg He Ser Gin Ala Tyr Val 
85 90 95 

Val Leu Gly Ser Ala Thr Leu Arg Arg Lys Tyr Asp Arg Gly Leu Leu 
100 105 no 

Ser Asp Glu Asp Leu Arg Gly Pro Gly Val Arg Pro Ser Arg Thr Pro 
115 120 125 

Ala Pro Asp Pro Gly Ser Pro Arg Thr Pro Pro Pro Thr Ser Arg Thr 
130 135 140 

His Asp Gly Ser Arg Ala Ser Pro Gly Ala Asn Arg Thr Met Phe Asn 
145 150 155 leo 

Phe Asp Ala Phe Tyr Gin Ala His Tyr Gly Glu Gin Leu Glu Arg Glu 
165 170 175 

Arg Arg Leu Arg Ala Arg Arg Glu Ala Leu Arg Lys Arg Gin Glu Tyr 
180 185 190 

Arg Ser Met Lys Gly Leu Arg Trp Glu Asp Thr Arg Asp Thr Ala Ala 
195 200 205 

He Phe Leu lie Phe Ser He Phe He He He Gly Phe Tyr He 
210 215 220 



<210> 96 

<211> 50 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
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<222> (33) 

<223> Xaa equals any of the naturally occurring L- amino acids 
<400> 96 

Ala Ala Met Arg Trp Arg Trp Trp Gin Arg Leu Leu Pro Trp Arg Leu 
15 10 15 

Leu Gin Ala Arg Gly Phe Pro Gin Asn Ser Ala Pro Ser Leu Gly Leu 
20 25 30 

Xaa Ala Arg Thr Tyr Ser Gin Gly Asp Cys Ser Tyr Ser Arg Thr Ala 
35 40 45 



Leu Leu 
50 



<210> 97 
<211> 173 
<212> PRT 

<213> Homo sapiens 
<400> 97 

Met Cys Gly Gly Leu Gin Glu Trp Gin Gly Gly Gly Ala Ser Ser Val 
1 5 10 15 

Lys Thr Glu Val Thr Val Ser Leu Ala Pro Pro Ala Leu Pro Pro Arg 
20 25 30 

Thr Gly Val Phe Ala Ser Val Leu lie Ser Cys Trp Val Leu Pro Trp 
35 40 45 

Thr Leu Ser Gly Met Gin Ala Gly Thr Ser Leu Leu Ser Ser Tyr lie 
50 55 60 

Pro Pro Arg Ala Gin Gly Ser Val Arg Gly Pro Ala Thr Pro Trp Gin 
65 70 75 80 

Gly Ser Cys Thr Ser lie He Ser Cys Leu Arg Ala Pro Asp Pro Pro 
85 90 95 

Pro Gly Thr Thr Leu Val Gly Leu Arg Leu Glu Gly Lys Glu Cys Gin 
100 105 HO 

Asn Ser Ser Pro Gly Gly Arg Arg Val Cys Glu Pro Ser Pro Ala Leu 
115 120 125 

Ser Asp Ser Gin Thr Phe He Ser Ser Ser Phe Ser Trp Leu Glu Val 
130 135 140 

Pro Cys lie He Phe Phe Phe Phe Phe Phe Arg Trp Ser Leu Ala Leu 
145 150 155 160 

Leu Pro Arg Leu Glu Cys Ser Gly Ala Met Ser Ala His 
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BOX II. OBSERVATIONS WHERE UNITY OF INVENTION WAS LACKING 
This ISA found multiple inventions as follows: 

This application contains the following inventions or groups of inventions which are not so linked as to form a single 
inventive concept under PCT Rule 13.1. In order for all inventions to be searched, the appropriate additional search 
fees must be paid. 

Groups X-39 claim(s)l-10, 14, IS and 21, all in part, drawn to an isolated nucleic acid of SEQ ID NO X or a peptide 
of SEQ ID NO NO: Y, wherein X and Y are values that correlate to those listed in Table 1, and conespond to one of 
the cDNA Clone IDs, respectively. Por example, 

If group 1 is elected, this correlates to Gene No 1. cDNA clone ID HBFMA07 of Table 1, wherein X is 11 

a d Y " If group 2 is elected, this correlates to Gene No 2, cDNA clone ID HCRMB12. wherein X is 12 and Y is 51. 

Groups 40-78, claim(s) 11. 12. 16 and 23. all in part, each group directed to a peptide of SEQ ID NO; Y. wherein Y 
correlates to one of those listed in Table 1, and corresponds to one of the cDNA Clone IDs, respectively. For 

examples.^ ^ ^ elected Ms correlates to Gene No 1. cDNA clone ID HBFMA07 of Table 1, wherein Y is 50. 
If group 41 is elected, this correlates to Gene No 2, cDNA clone ID HCRME12. wherein Y is 51. 

Groups 79-117. claim 13. in part, drawn to an isolated antibody which, binds to a protein with SEQ ID NO Y. wherein 
Y correlates to one of those listed in Table 1. and corresponds to one of the cDNA Clone IDs. respectively. For 

examples,^ ^ ^ conelates t0 Gene No h cDNA clone ID HBFMA07 of Table 1. wherein Y is 50. 

If group 80 is elected, this correlates to Gene No 2. cDNA clone ID HCRME12. wherein Y is 51. 

Groups 118-156, claim 17. in part, drawn to a method for preventing, treating or ameliorating an undefined medical 
conation by aoministering a polypeptide of SEQ ID NO Y. wherein Y correlates to one of those listed in Table 1. and 
corresponds to one of the cDNA Clone IDs, respectively. For examples, . 

If group 118 is elected, this correlates to Gene No 1, cDNA clone ID HBFMA07 of Table 1, wherein Y is 

X ' If group 119 is elected, this correlates to Gene No 2, cDNA clone ID HCRME12, wherein Y is 51. 

Groups 157-195 claims 18 and 19, in part, drawn to a method of diagnosis of an undefined pathological condition by 
determining the presence or absence of a mutation in a polynucleotide of SEQ ID NO X, wherein X correlates to one of 
those listed in Table 1, and corresponds to one of the cDNA Clone IDs, respectively. For examples . 

If group 157 is elected, this correlates to Gene No 1 , cDNA clone ID HBFMA07 of Table 1 . wherein X is 

11 If group 158 is elected, this correlates to Gene No 2. cDNA clone ID HCRME12. wherein X is 12. 

Groups 196-234. claim 20. in part, drawn to a method of identifying a binding partner to a polypeptide defined by SEQ 
ID NO Y. wherein Y correlates to one of those listed in Table 1. and corresponds to one of the cDNA Clone IDs. 
respectively For exMaples^ ^ combo* to Gene No 1. cDNA done ID HBFMA07 of Table 1. wherein Y is 
SO 

If group 197 is elected, this correlates to Gene No 2, cDNA clone ID HCRMB12, wherein Y is 51 . 

Groups 235-273. claim 22. in part, drawn to a method of identifying an activity in a biological assay by identification of 
the protein in the supernatant wherein the cell expresses a polypeptide encoded by SEQ ID NO X. wherein X correlates 
to one of those listed in Table 1. and corresponds to one of the cDNA Clone IDs^ ^«ively Por examples, 

If group 235 is elected, this correlates to Gene No 1, cDNA clone ID HBFMA07 of Table I, wherein X is 

1 L If group 236 is elected, this correlates to Gene No 2. cDNA clone ID HCRME12. wherein X is 12. 



The inventions listed as Groups 1-273 do not relate to a single inventive concept under PCT Rule 13.1 because, under 
PCT Rule 13.2, they lack the same or corresponding special technical features for the following reasons: 
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k m f ypepU<te ° f mVenti ° n "n*** Mcb 10 "* Where, for example, claim 
1. ^ (e through (0 do not require a polynucleotide of any degree of specificity to a sequence it isTZeu thT 

SSilff?' PNAS ' K V ° 1 ; 88 ' ^ 10178 - 10,82 )^« a DMA ending aVlyp^uTIner^ 
rend«s claim 1. among the other, not novel. Thus the technical feature of the polynucleotide sequenTfenot special 
S^iSST T S °u t T d PCT ** 13 L AdditionaUy the claim* Sods prodTto pS 
and/or different results which are not coextensive and which do not share the same technical feature. 
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